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- (-C(O) -O-CH2-CH2-O- ) - A 
MitmS^B^^T^^Mn^'f-M (Mw) ;^100000M2000000. 

3. mm^i^M^^^ ^mmM.z.m6^^m^9o - 100 moi%. 

0 dl/g. 

10. wj^^96<jii^t), -zmmy^mm&^^m^mmnMa^^ 
12. mm^i - mm-mmm^^, nM^^m^nz^mn^ 

7C: 
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- ( -CH2-CH2-0- ) - B 

13. mmm - nuM-mmm^m, t;^^^mf^i^m^^m 

14. mmm - n^M-mmm^^, -^^^mmi^^m^m 

16. m^mmm - n^M-mmm^mm-n^, ^^^%z.ik 
^r.mcM^m: 4M1: stf^m^s\t^mvcn^^mTW'k. 

0.9: IMl: 0. 96<lJil^lt^J#. 

18. mmmmii'fk. ^^mmm^m^:iz.m^^z. - 
m-. iMi: 2mm^\tu^, 

0.9: IMI: ^.mm^\tU^. 

23. mmm^ - 22^f Tt-j®6<i^j£, t^^&ti^i^mjmim. 

^10M80iC6^|^f^Ti$tT6<I. 



2A. m^Mr^mmm^t^^m^^ (m m^k^^Mmmmm^ 

29. ^$^fij^^26g!c276^l5tim^tl, ^^-^^^SttMSJ^^It. 



38. mmm^ - ^5^M-mmm^m.^m, ^^^^^.^mi 

39. mm^iemm^m^^m'j'&mmift'MmcsFmimmm 

m. 

42. m\^i^1(^ - 40ii.-^-3^6^|§tl^'^t). ^^m^vSli^ii^IL 

-6. 

43. -#^i'^»^tiSM^'^iL - emm^m^^. 

44. *5lflJ||*43fi«ll5tl^'^tl6<I«J^^^^J^JM. 

45. mm^'^m^^m.^m'f^^ff^M'^M^^^^m. 

47. ^5iffji?^456<jHtim^ti. K^mm&a^m^^^m^^^ 

49. iL - e^m^Tm^mmii - im/^ma^^^6^mm. 
54. m\m^^9 - sziiM-mmmM, ^^ii-6^mm.xii - 6. 



^ltl:^^jijj.0^. ^^V, IL - 6 v^jlT IL - 1 fa/s!c TNF a^^6<]^^6<3ffl 

I. IL - 2 fq/sK TNF a:A-#6<13^!lt 
* IL - 1 fq/lK TNF a^#e<I. ^n.^mc ( MS ) ##fiE 

iFN - p 1 ^m^nm.mmmmm> mi^^mff^. mff^^mim^ 
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mmmm^m^mmi^mmmit'm burgdorferi mmi^mmm^^ 

mm^^m^m, ^x^^f^mjti^^m ( ards > i&;it^$nj)t. -^m^m 
1^, ^t:^-«fej@ii 50 %. mskmi^^mnt^nmmm^m^m. 

^^mm^m^Vk) ^mmw^^^ (^^^ ARDS ) . 

iL-6 jte^eumifiH^. ^m=f^^mmmmij, mn. m^mi. 

Silt, xinmtw^n^'km iL - 6 oi^^^iit'itiiiiaiii^^ ( 1^'^ 



aife. RjiiiiiRitma, il - 6 ori^ift^«i^^'S^iSH^6<i^ii. 

#siJJt)(d- TNF afa/sS; IL - 1 . piliiiil±?l'i^irRr^l4 

TNF a^i*:^/^ IL - 1 ^i^tummnnc^ nmnm^Rn^^M^ 

iff-wm^i^imrnvtm-tfci^ ( igc ) %^m^m^, mmnA^^fk 

nitt i'Bmt^j^wmn^'^^n^um^m) . il - e^Mmmm. 
sjit. mamm a - 6 %m^mmm ms fPiiisR^iyii^ ( in* il - 

IL - 6 it^) . mammm n - 6 j^MMP^mmi^^ 

mi^^^ IL - 6 njm^nu tnf ai*i/^ IL - 1 nwc^^mm 

m\, IL - 6^mmjit^mm^t^iuamjk> mmmmm^ 

lgHS8II^Mft> tropical spastic parapoes is. ^|Ji«||i#SiJJig#^ 
granulamatosis . &JKJiai«^> «'l4^i!lttfFife> fiitJia^;tr. 



i)m TNF amm iL - 1 m^it^ wM^^^^^^ysm; 

'l^'^MWM TNF a^/Hg IL - I it^m'Mm^:fi^; 

- 1 ^mmm il - 6 $n rhu - 6 inmm^ n - 6 wtf^^-m^^ 
mmti^^m^ n- ejia rhiL-6 mmm, n'^mmm^mmw^mm 
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in)^'^^mmn^±^ ( i ) '^imMm^ H - 6 jm rhU - 6 

iv)'^^iL - 6$flrhiL - 6mm^^^^,'Jimm^ ( i 
iiam^7mmm±^ ( i ) mi^^^^i^mm, im\^mnmm^m^> 

jiD. ^M^^mm^^^ iL - 6 mm^m.^^ ( bp^a^. jimmji 

IL - 6 - 6 ( i^^^ & - 2 Tifc^ ( inf - p 

II ) > Bmmm'f- 2 ( bsf - 2 > . j^mm^n- hp - 1 < hri > . 

iT^flfiitySH^ ( HSF ) . ^^m'^mmm^^m'f ( hpgf > ^ 26kD 
Hi^) ^le^^^i^fitiif^'fk'^ti. IL - 6 mm^ i^iftm 

mm IL - 6 ( ins IL - 6 j^mmmmn^r^^ ) . il - 6 pti-^is^^sK 

iijlif'f5Fe^6^:^j3fe^# (in EPA0220574 . EPA0257406 . 

EPA0326120 . WO88/00206 > CB2063882 M CB2217327 3^^^ 

) . pt^i^ IL - 6 m^itiMMmmmija m m 

IL - 6 mtfciSmiaA il - 6 ( rhIL - 6 ) , ^nS^M 

^mxmt^ IL - 6 ^a^m^m^^x il - 6 eti^jimfflrt. ^ il - 

m) mm&m^ il - 6 R^-^m^^^m^m&m^ n - 6 

j^^m/m^-^M IL - 6 f^j^m IL - 6 m^i^^ mmm^^^m^ 

^m^^^X IL - 6 6<i^jJcmfflr^. 



Remington's Pharmaceutical Science, H 16 M ( Mack Publishing 
Company, Eas ton, PA 1980 )mm^.m&mi^'^^7Kmi^1lii±m&yii. 

Ringer ^^wi^ ^^m^WLR Hank ^Mrnvm^yiimmmmmmf^ 

^^m&^mBmm^0.5 ^ g/kgl^ao ^ g/kg, tti^2.5 n g/kgMlO 

M g/kg , ^ici-:^ IL - 6 mn'^im^^mmmmm\mm=s''i^^, 



m) m-^tl, ^Bt^f^^ (S^StiE^II) l^sScPEC^. 

^BSChem. Pharm. Bull. 31 (4) , 1400-1403 (1983) , M (WiWtM.Z. 
^MChem. Pharm. Bull. 32 (7) , 2795-2802 (1984) , ^^m^-^m 
^^HSMakromol. Chem. 183, 2085-2092 (1982) (WMMlOUM) . 



^^muLm. ^±w±m^m^mi$\mt:^\mT Jinko zoki 

3 (Suppl. ) , 212 (1974) . ( mmM.Z.m ) Mft^Tjc^^^- 

S25mg6^il>tJFijt:JPAiiJ lOmg/ml^^MfiSl^nSmMCaCh ■ 2H2O 6^ pH 
7. 4 6<]^^itlfc^i4'^M&7jC ( PBS iOmg/mi ^HMSSI E 5mM 

CaCh • 2HaO 6^ pH 7. 4 &tjg|g?&^4^aifc7K ( PBS ) ( ^ 37 D 

m^vc^^ ^^itmmM.. ^^mm^% ^nwmm^^ 
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^fti56^fcB)ttl Proc, Nat, Acad, Sci. USA 90552-556 (1993) 
904L76 - 4180 ( 1993 )^ |ffij^7Xtm^@f01]|i|ilJi^®?#ti6D-^#tt. 

-(-C(0)~0~CHi~CH2~0~)~ A 
^^0^Z:SI6^^S^ 70 M 100 Mol % , ^n.^^^ 20 -CillS^tt 
l^mi^ 0, 4 M 4, 0 dl/g . SS^^'HSiaJK^ 15 M 50 r. 

:*:^0^6^m^tl6^^itil£Z:@g6^'^S^7.OSlOOMol %, 4f ^iJJi 80 
- 100 %, i^ii 90-99. 9%, 94-99, 9%. W'k^^^W^B.^W.^'^^ 

20 x:i!iM^ 0, 4 M 4. 0 di/g , t;i^m^ti*Wti:?^t^^lS:^E 20 r 

Ig/dl 6<j|S.{]^4'i!l* ) ^ 0. 4 M 3. 0 dl/g . 

i^^4t?^«^15M50'C, {tit 18 M 50 -C, 

^^^•^m^-w^. ^x^wn^m^m^m 



- { - CHa - CHa - 0 - ) - B 
m^^^i^m^^Km^^^Wt^ ( 100 % ) , jSLS 3 

$p, ^ PBS 4'6<]ti^i^^M^^s 3 j^^^%^^m - DL - z: 

ii^siti ( DL - PLGGLu ) , m^^^m^m GB2145422 . 
4^:^mmw. ( mmizLm ) m^m^^:^^m - dl - - 

3^S^^mtli2»i^?tiA, IEjia^;Tia.6^ DL - PLGGLU fi^^^^tifiti^^l: 

mm (mmM.z.m) nm^^^^^^m^wi^i^ ( 100 % > . 
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- (C (0) -O-CH2-CH2-O-) -m- (-CH2-CH2-O-) -n 

m 

X100-70 M 100 

n+tn 

CDC13 I'^jc^B^J^fpfi^ IH - NMR llEmj&^Wi^, -EfH^ 6 - 

4. 37ppni(^ti5 la ) M^T^Mz.ii^7c ( ^m^mm.mm:timz. 

m^7t ) . «^ 4. 29 m 3. 73ppm ( ^IfP lb ^fl Ic ) ^--M^SEfB-^il 

'i-ffeffl:^fHi6^z,^^7uJS:^^^ 3. 65ppm ( Id ) ^m^mmm:tm 
mz^m^Ttmrn^. ^mMz^m^Ttmim ( a > nmr ^ 

«iI£Z,m^7u6^Mol% ( A ) : la 

100 

la+Ib+Ic+Id 

( E ) or*^T^it»: 

^tilffl6^Mol%(E)- Ic+Id 

100 

la+Ib+Ic+Id 

PCT ^m^^ WO92/22600 $!|#|| (J^^Z^H) K^VJ. 2 M 
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^m^m 3248415 mmmm'¥m^T^^(i?^=F nuol %^mmM.zL 

m^Ttm^'^^mM (^^jezls^) mw - too - sooo ) , 

pcT ^m^^ W089/05664 m^mM i^rnKz^m) ^^^^m n 
mw^TK^mm^i: - mE.m (mmmE.m) 'j^mj.m^^\t o.9:i m 

1: 0. 9 2 : 1 M 1 : 2 $!|#, igitiiSziZl^^fPZlgf^ (#5fJJiZ: Zl^) 

I.:/, 0. 9: 1 M 1: 0. 9 mm^sttPi"^. 

mmf. i)tmi:M.itmvmi^m^m^^xLm^^. &tii)t^ 20 m 70 
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m.-^ ( Mw/Mn ) , iif-zjNT 5 , :5n/jNT 2. 5 . 

mm^^^m^^m^m, $n ( c.-« ) mmmmmm, i^t^i c.-^o ) 
mi^ ( c.-., ) mmmm&m, mtmzLmmmm&a^m, ^m$m 

^^mmm (mmM,zLm)m^m7i^ ( 90 - loo r ) '^n^^m^ 
"^itumKmmm, tamwf- is -c ($n 28 r ) . mit^k^i^^^m, 

BP^43l^#Tii3a7KIIBl5^^ pH12 ^ 37 TM^^-^^ I^^tK^ ( JiiL 
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m^m^imm - dl - zL^m - m^m^M^, ^^nm 3 . 
:^mmm ( mmm^zLm ) ^^mm^t& ( jal® s ) . ^mmn phh, 

or g i^^itt pH M^^^^. 

m immM.Z.m) Il'f-^^^^^m, £ Chem. Pham. Bull 
31 (4), 1400-1403(1983). 

^m^:^mmm ( mm^^z^m ) ?!i6^mmii:f^^E 48 rwl^ 24 r 
^fii^^'jia^f 7 21 35 ##^E^ 1 17 ^i^^M 

^^T^m^^ffii^'^#im«Liofq40mg/kgi*:mj5> ^MmM^m 

mm^^m. ^^mmm 4 fq 21 ^R^mm is fq 35 ^cjetj^m^^i 

mmmmm^^it. i^7M6^i^iis.jEiz^h, ^^jsc^fiE'ta^mm'^ 

2|s:^B^6<J (i^) m-^tlW^^MMwj^ 80000 ( 100000 , #fj 

{tj^ 200000 )S 2000000 '^^m~n.^')^wi^'^kmm\iJ^M^zL 

±®itit61l Chem. Pharra. Bull. 32 (7) 2795-2802 (1984)^PJi^ffi 
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T^^m^ 50000 M 150000 mmmM ( mm^z^m ) nammm 
^m^i^i^^i^^nmR^^^^m^=f moo ajtm looooo ) ( a 6 > 

im^^^&Zm) WtAL^Wm. ^^^h pH7.4 Qi'^7mm.^M 
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0. 001 mi^ 70 % , 0. 001 m 20 % , ftit 0. 001 m 5 % . jum^ 

^fiUJtjW octreotide ( Ita^^ ^ffl^fJj GB 2234896 A ) . 

^•\^m&j^^^i)tmmmm'F, fji&mmif\'M^ g - csf , m - 

CSF, GM - CSFlKLIF, Ttfc^, JfJ&m^lK^^, 

-Sfnfi^^^itl (^Poctretide ) . 

it^m^.n^ii^m^^^mmmm'Fiimmmif\'M ( il - 3 , n 

- 6 ) s^JSicJfiL^^^MH^ ( G - CSF Filgrastim , GM - CSF jlfl 
Molgramostim , Sargramostim , M - CSF ) , IWf^^^llfi^Ji^^j; 

^-feS^^nOM - CSF, G-CSF, IL-3, IL - 6 , aiflL^JI]J^J@^ 

( LiF ) , Tmmmi^ { scf ) sst^-^^pj; 
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- CSF , IL - 6 , IL - 2 , IL - 4 ^^^M, ^-^^^It^Wm^Sfisit 

m^mms-^mmi^nM^, im^-i^^mj^^^ gu - csf; 

^ il^^i^) ^^iUM^m, CD28 - B7|a5L^ffi. CD40 - CD40 Ei^ 

it^m. tll^^MRL 953 ; 

( immunophi Unbinding ) ^^trp$!l^J$OJf?e« ($nffi0^ A ) , 
$n IL - 6 , IL - 10 gc TCF P . 5!cTtfe^$n IFN - P 1 5!c Betaseron , 

^'^mmmmm'f-^i^^mmm'^^i^t^mmmmmf a - k tnf 

a IL - 4 ; 

iiii igE 6^i^^fn;ti^i^ ( fceri ) ^w^^(xm^mm^'^^m 
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iiifiEiS], taam^^i^'^mif^m^ Mmmm^ mumm (m-^n 

AIDS ^ ARC 

fi^^mm^^tmmm gm - csf ^q^gr, i^^i^^si^ pct wo 

94/01133 . fM, ^tfe^HS;$:^B^fi<i^^2gt$f jfeffilt GM - CSF #]^, 

- CSF 
^. 
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^^iJt^&^it^^ octreotide ^^m^m^'^ff^m^xm,-^^ 
^WLm.mimigmi^^mmm^s}ii^ (^) ^-^tiSMMMa^M^^ o.i 

( tfcj^ 0. 5 ) M 20 % , ffeji 2. 0 M 10 , If^Jtltii 3 M 6 % . 1 ^ 
octreotide 6<J,g.m^E^i^lE;^^^^ 20 M 30mg . mi^m^^i^ 
31 100M 200mg. 

-m^nmrn-^ ( ^) m'^tl^<2|^'=f65 octreotide , ^^^sIcH. 

^M^JM^2rag/kg5^]1^|^:M6^ octreotide, ;eE^-^ 6^ atfa];^ octreotide 
fi<IJfiL«-^Sii'^^ 0. Sng/ml #tt;j^/jN^ 20ng/ml . 

( wmmmm^M c )6^ii?^i#^7ii( i^^iEz:@§ m^mmm m 7 ). 
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mm. ^mnm^m^^^^\^m.^^^nmmm. ^^'mmm&^m^ 
n^^^mmi, ^^m^^m^mi^^nmm i s 90 %. 
mwB^^m (inA iL - 3 ) ffiiimgisp^^ ommmT, 

^mmmmmmmm-K^%% 1 : 1. 

200ml ^^-0,^'^^ 19. 5g ( 158mmol ) ZlZlS^STISl^mT 

6^ 750ml ^m^, ^m^^wmm^^ mwsm^-^ iaiti+^-^M^ 

iOA#^^z:B.^^4'6^7K2.7ffll (JE^l ) , -^^lajg^lO - 15 -c. 

mmwM^mnm,^^. m 40g rm^bs^^s^^ 125 -cib^m 1 I'll 
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■f^mmMm o. 25m mn.itM.7^i^m^mmm. mK^m^mm&^-n 

f!^ ( 2 - ^'^ ffl0.5MHCl7|C?#?S ( 2x ) ^7)C ( Ix ) i^fc^. ffi 

^7XirLMT:<im'^^M?#?Sfi^^iI^^?#M^S 0. 5 M 1. 5 ^, 

i:M.w-^mmmA 4 ^gi^i^ifiiif ^^v^ciSj^p^p. ii^iafei^p^p^^ 0.5 

iEZ.iifi^'^S^Iil. i^l^7^ 3.65 . 3.73 . 4. 29 ^ 4. 37ppin a^ig-f-^ 

)5^5SJt^h;;r^6^j^p"pW*BI^6^ iH-NMRii. 









Zn(QH5)j 






[moil 


[moi] 


[mmoi] 


[ml] 


rciM 


1 


3 


13.6 


158 


300 


5064 


2 


3 


9.1 


158 


500 


2064 


3 


3 


13.6 


158 


300 


20 240 


4 


3 


13.6 


158 


300 


2040 


5 


3 


13.6 


158 


300 


2022 


6 


3 


13.6 


238 


300 


5064 



^m^tb^ 0. 95 . mitmm 40g -m^^^ ns vm^m i A^nt, mm 
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^t&M Mw Mn Mw/Mn 







[kDa] 




I 


141.9 


32.2 


4.40 


2 


6273 


133J 


4.70 


3 


477.0 


83.6 


5.71 


4 


758.0 


97J 


7.77 


3 


721.6 


80.7 


8.95 


6 


310.9 


103.1 


3.02 



Tg -inh 

I'C] [dl/g] 

lECHci, tt"** -^ac/o) 

19J 0.6087 

23.5 1.4691 
18.7 1.2791 

20.6 1.7590 
22.9 2.44 b)90 
20.1 88 



b) '^BCIh Img/ml 

# 200ml 1^^- D,^;^SiP^^^T 750ml =^m^mMj^m^. ilil 
5t^^lt«PAl9.50g ( 158mmol ) rZ.»#. 

^n^m'i. SB^i^issiPian^^sc'f. ^a^^^ii', 9.00(145 
mmoi, 0. 92 ^M) m^m'i^^> '^m&^'&BMx ( ^^^-^^ ) m 
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^Mi^flE^ ( 1 NB2 ) ^mnmmH, m 

( 0. 9 moi ) -mm^^ 125 °cin**^ 1 /J^0t, ffi-^^tM^sm-H: 
2. l^-^^ii^ 

'j^^^m^itm&amitm^M&m^f^nm'M.i^^wytA seog ( 12. 7 

mol ) -Wiitm. mjs^ 1 /hB^I^ii3ait1t^lt>llF 132g ( 3 mol ) 

z::^ ( 99. 8 % ) MAm^j£^^mmwm^^w^ m^, m^E^mn 

3. 

*nA 1035ml 0.4M HCl ^^i^^^i-^W^ 3 

/hBt. 3 0. 5MHC1 ffi 4. 5 54*7^ 

mw?^. »M 120 g mm^Tmr^m^?^WLn'^mm.M.jsi^mi>jm 2 
m:isj^o° . ^£ 40 rzMr^Tmum 16 /hfft#i!imfi«jiii ( mmM.zLm ) . 

)^n°afi^tl«M^'J^^ 4 , fmf'au^ 1750 ffl 1225cm-l IR M. 
I^iaz:@§^7t6^ IH - NMRis-^^4. 37 ppm . 

^3: i^m^i:^z.mwm-im^mM immM.z:.m) ^ 
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O'"'^ [ml] [mmol] [mmol] miES 

rq Ihis] 



7 


3.0 


13.6 


300 


158 


145 


20 


96 


8 


3,0 


13.6 


300 


158 


145 


50 


96 


9 


3.0 


13.6 


300 


158 


145 


60 


96 


10 


3.0 


13.6 


aoo" 


158 


145 


50 


144 


11 


3.0 


13.6 


300 


158 


145-' 


50 


96 



b) -nm ( tJi^w^mm ) 

d) ffl 1 , 4 - Ti:i§Ea#-M-^ 





Mw 


Mn 


Mw/Mn 


Tg 








IkDal 


[kDa] 




I'Q 




-&«(%) 


7 








16.7 


2.88" 


98 


8 


328.0 


149.0 


2J20 


16.4 


0.97 


95 


9 


207.0 


103.0 


2.00 


21.2 


0.65 


92 


10 


231.0 


83.8 


2.76 


32.6 


0.72 


96 


11 


110.0 


53.4 


2.06 


31.1 


0.49 


90 
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&)M^mil1^m> PJ^ 20 'CK^m^ lOrag/ml 
b)mJt^l mg/ml 

200ml ^mr.mmw.^n,%M,y 750mi t^es^j^M'^'. iiii 

^^?iltW*nAl9.60g ( 158.7mmol 

^n.itm'^. mismxmm'i'M.^Km'^. 13.34(105.8 

mmoi, 0. 92 ^j^^'^M) T^6^f0]^HMnA ( ^j^'f^^^ ) 5iJyiM4 

'j^itj^'f , &mmmmBt^io - 14 °c. jjoAfii^Hm?#?^fi^iiB« 

^i$MI|NB2 ) ^ii#6«J|^H^, i^SII^A^<l40g ( 0.9 mol ) - 

m^^^^ 125 -CliQ^ 1 /jNflt, ffl-fC^mSM-Wl^J. 
2. ^-^^iS 

^^«^M#4k^J6^i^ill^?^4PM^ia^#^A 560g ( 12.7 
mol ) -Wiitm, BfS^ 1 /hfltl^iiil1t1t2£lt^ 132g ( 3 mol ) JffC 

( 99.8 % ) ^nAPJi^>E^4'6^»6^M^ti. in¥> iSEH^ 21 

*Cit# 260 /jNflt. 
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^^^^iK^fm, MA 1035ml 0. 4M HCl i^m> ^'^U^^'k^MW 3 

'^mWj^^^'^'^^Bm i. 5 54- o. sm hci i^fey^Wi^, m 2 5^7^ 
^ffi 120 g ^rLSi^^^-*(.¥!^?§?0L#"?l5c^MS^<W>^^ 1 

5^. #ltb?#?^'lt'ttA 3 5^¥^^VA-iSJ^B"p. ^ 40 'CM^T-'mum 16 

Mw-258000 Da, Mn-35600 Da, Tg-15. 4X:. 

IR: ;&1751fqi225coi-lSM. 

mm iH - NMR , i^^ammmM.7L^^m^ 96 % . 

132g(3moI)Jf^Z:^^ 600g ( 13.6raol ) Z:ft4l:^^ 50 iCj^ffi* 
8.43g ( 145.16 mmol ) MSB^P 19. 62g ( 159inmol ) HTLMWU"^^^ 
itm^MS,]^ 96 /hBt. 

^^mm 7-11 

Mw=233kDa, Mn=109kDa, Mw/Mn=2. 14, Tg=22. 4'C, 
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'^l ilik^kM.Z.B) ( Mw-153000 Da, Mn=68900 Da, Tg-29. 1 
•C. ) itT 30 ml mfsm 0. 98g ( 12. 38 ramol ) Ptfc 

ligfqiOg ( 33.0inmol ) ^€fl|®feH^^^fg. MagiJl^&^Vi'^tlM^ 
48 /JnB^, ^jsffl 50 ml 2xl50inl ISMMIftfPTKi^ 

ffl^«ic^i"^*tfL;j=S, iiil^^i:i[.¥^?#?0LMPit 300 mi 

Mw=144000 Da, Mn-71000 Da, Tg=25. 6*C. 

'^^l gM (^W£^§b) ( Mw=153000 Da, Mn=68900 Da, Tg=29. 1 
X:. )i#T10mli=^i^6tl-i(.¥!^'1^. iPA0.98g ( 12.38mmoI ) flttBt, 

mjsMAlO.O^g ( 98.7mmol ) zLmw. ^'Mu^s.^w^^^Mnno 
/Jnb^. BBm 50 ml z:m^'^##^^1tiaAiiJ 200 mi tfi^flS^mairt^'. 

m^^^mn 30 ^^^^t-^B^^wti^?^. isomi mmmmM^immfs 

40 -cE^T^/^p^a 16 4^mmMr^^mz.mm^mmm (^m^z. 

Mw=150000 Da, Mn=69100 Da. Tg=26. 8*C. 

mmm 16 : mjtmmymmmitm ( mmKz.m ) 

1 g ^ ( ^M^SI ) ( ^MM 8 , Mw-328000 Da, Mn-149000 Da, 
Tg=16.4 -C. ) ^fiJfiK/hit^^ifTK'+'W 2 /JnB^. |^*7jC^g^^|fr^ 
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nWmj^^aMc^VJ.T'^m^J^: Mw-340000 Oa, Mn=148000 Da, 

Tg=28. 3 -c. ^yf^^m^^'j^^m&ami^T, mmfmrnitiML 
mmB\ 17 : 1 % hiL-3 ^wmmm.^'^ ( 
^igMi mmw.z.m ) ( ^mm s ( pec > mw-328ooo ) jtmw7& 

lOml ILM^W^MlBMAm^ 0. 6ml 12. Img Afi^BSS^A*^ 3 

( hIL-3 ) . ffiUltra-Tarrax^a 20000 rpni«lt^M'^tll^# ( - 

W/0 - ^ ) . ^ 50 °C:j^ 1 g mm A it^ 2000rai ^^^y^^^^l^WL 

}^4PM2oic (^hwta) . «}i#w/o -ffii^w -ta. 3S#f^w/o 
t^=em 72 /jNBt ( ^-H-^SIfi^ifJ^J ) , ^mi mM^lh o. nsmm ) 

BP . 

2. ^fiJ^ffl^J 

Ig 8 6<J PEC , Mw = 328000 3JLit#3JL?#^ 10ml -^^j^ 

( 1^ 0 - *a ) . ^ 50 Ig B^iSc A 2000ml i^^TlC'^^^^?^?^?^ 

18 - 26 : 
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itJBmi^mm^mmm&^mmm^mm s m 3 ^^m pec 
^^umu=f^mm 16 mw ^ 300000 m 450000 , 

18 : ^ 0. 2 % hiL-2 mnmm.^m ( ) 

# 2. 9mg X&mm^m 2 ( hIL-2 ) 1. 5ml 7X4", 

!^ (!j^a;^/jN^ 0. i25iiun ) mm^i^sh, 

19 : ^0. 2% hIL-2 JIf4 ( ^tK ) fi^M-^tl ( ) 

^rag^jfi^j 18 $fj#ti^j. iK^mmm^ 2. 9mg as w^^ir 2 Mm 
^mm 20 : ^ 0. 8% hiL-3 ^j^fi^j^-^ti { w^m ) 

Ji^-^^ 100 % ( w/w )m( mmmz^m x )> 99 % ( w/w > 

m ( ^m^z.m ) mi % ( w/w ) x&mmirM 3 79. 2% ( w/w > m 
( a^z^ii ) > 20 % ( w/w ) nmrn:^ 0. 8% ( w/w > AS^ifi:^^ 3 

25nig ^ 60 - 70 r , 160 Effi^ 3 ^1+, M^M^ 5 mm 6^^A 

2. mm^m^i^^ 

#it^ij 37 •Ci£'^^i^#«'fMgl. 2.5% ( v/v ) N - [2 

- ^z:*] - mm - r - [2 - z^sa^i ( im ) . 10 % < v/v > /Jn^jsl 

?ffl32 % ( v/v )W^^/|$^^M,^^0. 5 . K 2, 5/hat^K 
2, 3. 7, 14, 20/jNflmJ^#«4'^#, l®^Hffit#«. #p°p4' 
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x&mmifrm 3 ^^mmn. elisa m^. 

m.m^i'm. mxymnmm^nmm^j^m^. mi^, iiii hplc elisa 

21 : 0. 0002y.-2% hIL-2 iil46^M'^tl ( w/o/w Wi^) 

4 gPEC 3i%M»#5iL^i^ 80 ml i:Wk^m'¥. MmM'^linAi^ 

^ 6 ml m^yK^^jimz^mmiK^m^mt^ a - 2 ( in. 2 mg 2 

%, 11. 32mgX«tJ2^0. 2 %#) ffi Ultra-Turax«ll'^?i'^tl> # 
IL - 2 ( - 1^ W/O ffi) 4^. 50 1C5|IF 1 g BgjK A 

200ml 1/15M ^^^^^l'?^ ( pH=7. 4 ) ^MmWi'^i^i^ 20 "C ( - 
^hW;jS) . ^Vl-^W/O -;tii^W W/0 - 

7Km'ikm^mm, Mf^, m^^^Es^n+'T^ 24 /hat, ^tmum^ 

m HPLC fq^tli^»^6<]^|IW^ 10 M 100 % , 

22 : ^ 0. 0002%-2% IL-2 m^^^'k^ ( s/o/w 

^BS^5|£fiJ 21 tl#tJ^lJ. ^116^^ IL - 2 ^^?#^7K4^, IL - 2 

m\^^^M^±^^ 10 s 100 % , 
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23:^1 % hGH-CSF mnmK^^ ( w/o/w^q s/o/w 

mmmmm 21 fa 22 i^yjmi^ s/o/w w/o/w mm. m w/o/w m 
M^'^m^^^ 60 % , m s/o/w 

24 : -^1^10% Octreotide-^^^gt^ ( SMS - PA ) ^ 

m^m^m ( w/o/w s/o/w 

^$B^$fll1^!ji9fq20 6<]:^?^^j#, fBSMS - PA:^^#i=7jc. Sjtt, 
T w/o/w tJ/Pjl5tia^t!C^M^Ji?#i?«;fc^. Mit HPLC 
^^20M100 %. 

25 : # 1 M 10 % Octreotide-^iESLi^*461jM'^tl ( w/o/w 

^ s/o/w 

^.^.^Ji^il 21 fa 22 myii&U^. ilil HPLC tJ^a^^H^r^^^ 2 M 

40 % . i^m^ttmm^m sms - pa ^. ^mmmTmm^it^<^^m 

26 : A^<4^l^1t^^^^ll^4:f^^^J4'#^ Octreotide 
^^^Mfc ( SMS - PA ) 

^m^^ (M^n, 3kg ) ^TttAm (mmM.z.m) >t- 
sic^it^ (m^^.^) i^mm 1.95%) 2 mg 

I'-ifM. ^^1^^ ( Wistar.#:mi^ 375 g ) ^TSA^t". ^I^^i^ 

f^^m^Mm 40 IP 300 mg ^m^m-^m, vmnmm^, '^m^^mm 
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mm^m^y^^mM^^'M^h 0. 5 ^ 1 cm , ^mm'^mm 20 tJ#. 

mi^m'^mm, ^w. 14 m 21 ^mmmuMmi^w^ nm^t 
i^it^M^&s HPLc m'^^KM^mm^^^^. 

oTwamiE^o^^^-fttiJ^hiL - 3 (@ 11 ) . m mmMz^m) 
m^mm^m sms - pa ( s n ) . ^^mmiu 3 m 

«i4iAt)j^wsA6^i^ifiL 75 % . i^Mi^B 2 ^m^^m^w-x^ 
nmm. 95 % . ^i^^m ^^^mm^mmR-^-zmmm^^ mmm 

§|^l^t)JfiLi^7K¥6^#1f#ttlim. SMS - PA (S 12 ) . 

^ ( m^i£z.@i ) ^m.wmm%.i^p^^%nm'^'^. sms - pa 

27 : 0. 0002%-2% rhIL - 6 mPt^^'k^ ( ^hhW&.) 

4 gPEc ^^^mmwAmf so mi -m^-j^t. iS]jit?§?^^ipA^ 

^ 6 ml ||{g7|Cl!t#AyiZ:il6^7K4'6^jt«6<J rhIL - 6 ( 113. 2 mg 

2 % , 11. 32 mg %iJ^ 0. 2 ) . ffl Ultra-Turax ffilJSvi'^m'^tl . ^'I^ 
IL - 6 ^^S^tS:i^|l'^tlffi ( - W/0 ffi ) 4^. ^50 1C5|IF1 gB^iKA 

200ml 1/15M gl^Sfc^fJf?^ ( Ph=7. 4 ) 4^^)|^F^?^^4PM 20 X: ( - 

^hw^) . tiiim-^w/o -*a^w w/o 

Til a 

ffl HPLC fq^tli^-M^6^m«»^ 10 S 100 % . 
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28 : -^ 0. 0002%-2% rhIL - 6 Wfi^M-^tl ( s/o/v/Wl^) 

^mmmm 27 fjj^^ipj, n - 6 ^ptitTTKt'. il - 6 
^m^^'^m^^iu 10 M 100 %. 

^mm 29 - 31: mm II - e^^ff tnf a fo/gc IL - 1 ^^m^m 

29 : 0MilWit&iim^mm: Lewis il.iS^^a6^iiiS:'l4l& 

( CR - EAE ) 

^m^u.^m^&nxLWii^m'^mik ( eae > ;tA^^&®'ft6^w 

tfyM^T^^MM. [Paterson, ADV. IMMONOL. 5 (1966) 131-208; Levine 
et al. ,AM. J. PATH. 47 (1965) 61; Mcfarlin et. al.,J. IMMUNOL. 
113(1974) 712; Borel, TRANSPLANT 4 CLIN. IMMUNOL. 13(1981)3]. 

Hitfc, ( cr - eae ) 

[Feurer, et. al. ,J. NEUROIMMUNOL: 10 (1985) 159-166] 1g^#f^#5lJ^f 

mm^^, -m 75 - 80 vo^mmwiWL^m cr - eae , ^^i^m 40 
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^mt:^ 2-31^, 60 - 80 ^Jb, 50 %B CR - EAE itiS-i^E^, 
m€A6M:JV^6 ( rhIL-6, Sandoz )mf^^jK^, 16 

loiiJ::^ iL - 6 ( 50 ^ g/kg ) H^c^RMilii^iiit, 

BSMft IL - 6 mmm.& 11-14 . 

MIL - 6ia^i^ 3.2, iAmi6^M^ 30^(^7 IL 

nw-^rm.'^mm% 1. s , 22 - 29 ^msj^^i^. il - 6 

30 : ^-^^mm^m'. ^mr^mm-^^^^^z. ( scid ) ^ 

burgdorferi |li#^^iri^t^A?tj!im^#€%I^MM^ir 

hyperthrophy . mmmmm^^ M.'^mmL&mmnMKm.^mmm^ 
^^SMHciimi^^ii. jtfc^h. &0^^^ikmB^mmmm'^^mj 

IL - 1 . IL - 6 fP TNF a^mUfiS^, i^^^3^**BI}fia^oI|g%^ 

T^Mj^H^^. ftia. ffi|li^?^jMttT^B^MSCIDi.jijLT^ 
M^^'^fkd^UMM ( M. M. Simon, et. al. (1990) Immunology Todday 

12:11 ) , mmmMi^m burgdorferi ii^^3^^^6<]i.f^iCB^Ml. 
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^rmm^mfi::) ^Ef^, 30mg/kg s.c.jpsim ii^mm^ 

A ) #^«tJM^^jEz. j^^mmm'^m^m a^mm^mm^^ 

3Iil«^iElt^ 6 C. B - 17 SCID tl ( SCID ^^6^^-^ 

^, Bomholtgard, Denmark, 5-6 R^^/m.) ft# 100 mio. SitJi 

lii^jl burgdorferi ^^.W-, ^^m^ti^ C. B - 17 i|( mm^U ) Yf- 

%%mM'm. ^^mmm^i^m burgdorferi i^-zmmm^m, 

m^imnm^K n - 6 ( rhIL-6, Sandoz, W^W^^l^^ 5mg/ral ) , 

? 

( + ) m^iL 
+ + ^mif^m 

^^A^m., m Schaffer Ri^?g@^^1!r, 

9100 mm^^m^:^^^^^^, 

13 14 15 16 17 20 

MM Q/30 0/30 Q/30 0/30 0/30 Q/30 
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SCID. IL-6 


6J/36 


12.5/36 


15/36 


21/36 


30/36 


35/36 




18 % 


35 % 


42 % 


58 % 


83 % 


97 % 


SCID. IL-6 


4/30 


3.5/30 


11/30 


7.5/30 


12/30 


10.5/30 




13 % 


12 % 


37 % 


25% 


40% 


35 % 



mik oFi /jsEi 18 - 22g , mmp^m^ o. is mg/kg m^mm 

^ ( LPS ) ^fl 500 mg/kg d - ^fimmm PBS 0. 2 ml . 10 K 
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H 1 PBS LPS d-GAL PBS 

ffl 2 IL-6(50fjg) LPS + d-GAL pflS 

^ 3 PBS LPS + d-GAL + (50 |ig) PBS 

4a 4 PBS LPS+d^AL E.-5{50Mg) 

ilioo 14:00 ^ 

^ ' PBS LPS + d-GAL PBS 

M 2 IL-6 (50 Mg) LPS + d-GAL PBS 

^ ^ PBS LPS + d-GAL + IL-6 ( 100 Mg) PBS 
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^ raS LPS d-GAL <h O.^ (20 |ig) PBS 

^ 5 PBS LPS + d-GAL + tt^ (5 |ig) IBS 

^ 6 PBS LPS + d-GAL + n--6 (0.8 Mg) PBS 

S 7 PBS LPS + d-GAL + IL-2 (100 ng) PBS 

S 8 PBS LPS + d-GAL + IL-I (50 |ig) PBS 

^ 9 PBS LPS + d-GAL IL-6(50Mg) 



rhIL-6 ( ILS 969, Sandoz ), rhIl-2 ( Sandoz )^ rhIL-4 ( Sandoz ) 

M PBS m^&m ( i^m o. 2 mi > ^Mi^j^it. ^em 3 ( ise^ 1 > 

3 M 8 (i^^ 2 ) IL - 6 IL - 2 ##A LPS/d-CAL mm^P, VJ. 

m4^M.mmmm 0. 2 mi i^^^m^^^^^p.^m^mmifrm 

^^j^a^E LPS mmm^jsm^^mmm^j^f'^. 

mm4^m^Wi 48 /jNBt. minmM-P:^^^mnmTHtw, tarn 1 m 

^, LPS 24 /jNB^jH 10 H)(t,BS/Js^cfa^ 9 R^t:. :^ LPS iiltSt) 3 

/J^0^s!t^ 2 /jNfltffi IL - 6 ^^MmW^tZ^m^i:^ 60 % ( p-0. 12 )m 

70 % ( p-0. 26 ) . LPS mn^^ n - 6#^t:$i^ 

fgM 10 % ( p=0. 01 ) . Ui^^^Wm^^¥:Btm. 48 /jNfl^^m 3 ^ 

mwtzmR^umijn (nmm 30 % ) , -%^tBBji;j=@ttfMMi^6^^ji^ 

( p<o, 01 ) . 4 mw.t:m^ 70 %M 80 % , M^^m 1 2 4'*)l^iiJ 
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^4t. 

B^mm iL - 6 , m1hmmm-'^^^^&MMm^^m, mm^mm 

'^^mmm.m&mwmmNmmxihmmi'm. wmis^r^^it lps 

m^j^^mmm^ loo ^ g/mp.A^M.^ n - 6^^nm±\HmMw.t:, 

2 ( S 2 ) -^T^.^ 1 &Jtt:iS^4'. i^ffi IL - 6 

P;^li:/MI*^rt#^^t:. ^ IL - 6 ■% LPS -^mmH, y±lt LPS 24 
/hBta^W^^fl^lS^fPJl:: ?HJS^ 20 , 4, 0. 8 M g/^R^MlBt, 
^t^^Sy^ 30 % ( p=0. 03 ). 50 % ( p-0. 16 ), 70 % ( p-0. 61 ), 

mmM^ 100 n g/^K/hE (^t:¥60 %, p=o. 33 ) itMS. 20 ii g/ 
^R/MI.6^>fi^r^*^. LPS ^MitrsKJei^ffl 100 u g//MI.%^I^^Jl: 

^fl LPS -^i^ffi^jrM^^'ja^W^^^^. &i£lt LPS48 A^wjfj^mWit^ 

ft'/ilt LPS BtUffl IL - 4 %m±A^Um\H^M^t:^^tM IL - 2 
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^sifij 1 M 38 M mmnwL 13 h 



[57] M 

7C: -( -C(0)-0-CHj-CH,-0-) - A^tf'figll 
MZ.B8W«* 70 m 1Q0UA% ,«EH|jf«t'«E 20'C 

flE5&15S50'Co 



<s 
I 

eo 
o 
o 



m 



u m m ^ =^ 



-(-C(O)-O-CH2-CH2-0-)- A 

^f^^sLZj^^^^f:^ 70 M. 100 Moi%, ^ lor:^^^^ ig/di 

6^ll#t«!l3:#'i^^>S.^ 0.4 J. 4.0 dl/g, 15 J. 50 

>^^i^3tm^}^^tT4r^^\^^^^( Mw)^ 100000 J. 2000000. 

1 6^1^-^. *4^i^it6g&«^^*;J^ 90-100 Mol%. 

4Mm^^ 1 ^i^t)!Mtlt^^^^>^^>l;H; l g/dl 

#t«')^:Hj 0.4-3.0 dl/g. 

5.;|sij^J#J^ 1 ¥J^^. ^^m^t^J^ 18 J. sot:. 

it. 

i«:iS^^J^M^'^>^;H^ 18 J. 50t: . 

8. ;K^f']J^^ 1-4^6 t^-^^^^^. B 

-(-CH2-CH2-O-)- B 

9. ;^^']^^ 1-6 M-^^^^^, ^^^^^^^^^ii^- 

10. '^^^^^•J^J^l-9 

11. 10 ^n^^^^, ^^^^^^^^M^jt^t^ 



m =^ 



m^m^-^^m iL-6 i£j^?f ^1ttt?Sii^*^^e<Ji^t«^^ u 

I. iL-2 mm w a it^^^m 
feiL-iwiKTNFo^^fifi^j. -fijjiifl, ^nmivc (MS) 

^m^M.mmwLmmmm^'nrmimmm^ mmM^ ifn 
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mmmi^Ai^^mni^mmmi^m burgdorferi mm^\:^^i^Mimm. 
^m^^mmm. ^ixmrnotm^ku ( ards > ^itthnaitt. -Em^m 

^^mmmmm'^ ) ^i^e^i^m^ ( tiis ards ) . 



R^^y±m.^m. iL - 6 ^nm.m%'zmfm=^mm,^^ 
ntmj^^. mim^i^^ a^/iic il - 1 . mm^i.frm^'sim'fiL 
TNF (x^^miWL IL - 1 ^^mmmwwi. m^^i^R^^^m, 

^^m^^m^^w.-^^i. igc )%^^mm^^. ^^^'WA-^ntk 

Hitfe. i^jnsiffl IL - 6 immmm^ ms ^mm^m^ ( in* a - 

IL - 6 i^^) . m^^1^k^n il - e ^mp^^nn^^s^^ mwWi^§L 

IL - I|P/s!cTNF 6<Jgi.^MW?&^#ffi. 

IL - 6 pTffii^iip$«j TNF amisSL IL - 1 ^tm.mm 
^n, mxm IL - 6 mff^mmm^^ifs^^^^, mifkmws^m^ 

HH^^iSH. tropical spastic parapoesis. 

granulamatosis , ^ii^JJ/life^ •lt14®5<l14fFife. MmM^:h^ 



wiit> mmm^ w^^^mnms^^^^ m-^mmm ( i mmmm)^ 
\m^mm tnf a n - 1 ^t-w^mm^^yfrn-, 

pmnf^^^^m-i^^f^mmmimm ii- e, min tnf a^m n 

- I nmik^ IL - 6 JO rhlL - 6 ( ^mi&^ II - 6 f^itJ^-ifi'i^^ 



mm-, R 

IL - 6 JQ rhIL - 6 ( i WW:^, 

m^-^^m^^mmm i^Txmmi^ immui^) mm) -, m 
JO. ^^"k^mm^^M iL - 6 mmm^^ ( iP«;i3^. ji&m^ji 

IL - 6 - e ( m^^^^ & - 2 ^ ( inf - 0 

II ) , BifflflQia^- 2 ( BSF - 2 ) , Bmmit-n- hp - 1 ( hri ) . 
j!Taiiiieai:?SE^ ( hsf > , ^^mmmmm^^m^F ( hpcf ) r 26kD 

Ei^) fiiie^^i^fi^iif'fsr'f^^tj. IL - 6 mitj^ 

ma IL - 6 ( JP* IL - 6 ^j2»?S^aS^,/^^6U ) . IL - 6 eJli^K^lJ^sIc 
mjliii^E.^tfy1fmM^ ilia EPA0220574 , EPA0257406 » 

EPA0326120 , W088/00206 , CB2063882 5^ CB2217327 Jgfj^fil], j^^f 

fliMi^#^Ejtb5ii^##) . wiL - 6 mmtm^Mmmmia cm m 

IL - 6 ^%-/g1±55^3^#. iKitmrnKX IL - 6 ( rhIL - 6 ) , iHBll^e^ 
^mXmm IL - 6 ^f#^felS^E2jC3t IL - 6 6<I^X?SBH^. IL - 

ij) IL - 6 ^^'EMfifiuisi'^ia®. IL - 6 

^^^E:$::t IL - 6 M-^A^Sffll^. 
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Remington's Pharmaceutical Science, H 16 ^ ( Mack Publishing 
Company, Eas ton, PA 1980 Mm^. }^^tfymW-tL^y}l^i^1fn±M^yK^ 

Ringer ^$E«f^^ Hank ^^wivj.SiA}Fjmi^ifnmmmmi^ 

mmmt^mBMMlb 0. 5 m g/kg M 30 m g/kg . ffciS 2. 5 n g/kg M 10 

M g/kg . nl^l^X IL - 6 W^-ettM^^^^^^W^I^I^T^IiJHJSM^?^??. 
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^-Bsmmmm-mi^^mmmnam^f^B lo n g/kgattbsa, ^- 
BtiL - 6 ^^tii^tifi^^^i?. }\tmmtK^m'^mm^^Mimm}Ez. 

iL - 6 ) mm^M. ik^^ihitwmmmmM, 

mMChem. Pham Bull. 31 (4) , 1400-1403 (1983) , S5 (I^MZl 

mmmm^. mm im m^mf^mR^m^tb^'S'yiimm^i^ 
m. 

J£.|BChem. Pharm. Bull. 32 (7), 2795-2802 (1984), 

ijc,^. Makromol. Chem. 183, 2085-2092(1982) (#SiJJi 2086 M) . 



l^^fi^jEffl. IhiXW^m^m^^^B-Z^l^T Jinko Zoki 

3 (suppi. ) . 212 (1974) . dtthmmm ( mmzim ) mmm^fa- 

S25mge^ffiK-J^S:^nAi'Jl0mg/mll|l|g&6ifa5niMCaCl. • 2H»0 W pH 
7. 4 Mi8^^i4'^SIJfe*- ( PBS lOmg/ml ^HIS^ E 5niM 

CaCh • 2HiO 6«) pH 7. 4 6«)«K&mi+^mifc7K ( PBS ) ( ^ 37 X: ) 



^ES:i£6^ai|{Stl Proc. Nat. Acad. Sci. USA 90552-556 (1993)^0 
904176 - 4180 ( 1993 )=f'i[i£75l'fSIKgF6tl|S|ia^®f#ti6tl~*#14. 

-(-C(O)-O-CHa-CHj-O-)- A 

^^mmLZMm-^^ih n m m mi % , ^^ct^tiE 20 -cmmn^ 

*6;S^^o.4S4. 0 di/g. ^mmm^ismso-c. 

- 100 %. ttiSs 90-99. 9%, jto 94-99. 9X. IR^tlWIfttJteSlE^til^tlE 

20 riijfi^ 0. 4 s 4. 0 di/g . nmw.'kmMr^ttmm^m ( 20 r 

m^itmrnth 15 M 50 r, iitmnm so r. 

is.&^m^-n^. i^th^mm^mi^^, ^^^^^m^^M^m 



- ( - CHi - CHi - 0 - ) - B 

m^&im^^MM^Mmt^iL ( 100 % ) . 3 ^-w^s. 

$P, ^SE PBS tftt^^Jtl^lia^^S 3 jSJ^ftft^fefitllK - DL - z. 

eg^Stl ( DL - PLGGLU ) . m^=f^®'^n CB2145422 . 

2|s:^^fi*lS5 ( mSlM.Z.m ) ^^M^^:^m9t - DL - Z.^SS - ]5f ^ 

^0S^il«^i^lTSfc^l§ti. iEilD^ii5L6*J DL - PLGGLU fiUa^S^tlfiU^^fi 

Piffle. MIR (mKJEtfiS) ^W«35rtlW^^i:«^#1ir»: ( 100 % ) . 
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- (C (0) -O-CHi-CHi-O-) -IB- KHi-CHi-O-) -ti 
m 

X100-70 M 100 

n+ffl 

CDC13 ^:^:^mr&m ih - NMR vtmj&^ms:, -Ein^s 
4. 37ppm(^si5 la ) s.^TmmM.zLm^7ti^m^mmMmmzimzL 

■^^7t ) . 4. 29 m 3. 73ppm ( :^S|S lb |P Ic ) ^-^i9^^lP-^Si 
-mffl^ll'^fi^J^l^^TC&^E^^ 3. 65ppm ( ^gjS Id ) ^Mi^SitlfeS^lBl 

iafeStiE2:eS47c6^Mol% ( a ) : la 

100 

la+Ib+Ic+Id 

^fgli9itlMol%(E)- Ic-t-Id 

100 

la+Ib+Ic+Id 

fie® PCT ^fij^it WO92/22600 U^M ( fifeSEiEZlSI ) ^, ^tl-:^ 2 M. 

400 : 2 ^m^it'^j^^zLm^Ttmmmz.m^Tt. ^m^M'^^ 



It 



Ha^ftj 3248415 6<J$]5IE^4»«3^T^Wil'^^ 70Mol %&^mmLZ. 

m^Tti^isk^'f'mn im&&Lz.m)^ ( mw - 700 - 5000 > . is^fn 
pcT ^m^m W089/05664 jfj^fluss i^mLz^m) ^-k^mn n 

mn$i7mmm^--mE.m iiiummE.m) j^mw^^^t o,9:i m 

VJsO. 9:1 Ml: 0. 9 WJ*^ fcfc 

i^itfr. im=.M.^m\iiWLm^m^iimw^, &:^i)tj& 20 m 70 

E^^i^iajt^ioMsox:. #j5ijft20M70T:. 

10 % . 5 % ( jp/>T 3 % ) . :^:^mmm ( sssaziis ) isi 
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iCii ( Mw/Mn ) , iiHT/hT 5 . jtQ/JsT 2. 5 . 

mmih^mm^&ammm, $n ( c..« ) mmmmmm, ttsK c..» > 
( c... ) mmm.mmm, mnz.m.^mmmmm, ^mmm 

^:^mmi^ ( mmiz.m ) m^t^^K (90-100-0 ^^mm^^- 
^itiSi^R^mii, ismm^ 18 r ( $n 28 x: ) . ma&^BL^^m, 

BPit^m^f4=Tiiil7Kjl?Sls!cl£ pH12 R 37 'CMd'"-^^ I^^tKI? (£ 
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0, ■ i suftiifc pH ffi^E^m^. 

(la^KilE^ei) ;i-f-^sr^^|5$|?, jja. Chem. Pharm. Bull 
31 (4), 1400-1403(1983). 

m^^m^m ( mm^zim ) ^e^mafi.frffit 48 p.m 24 p. 
(*:. ^5^TSJin.^fi5ffliR^ti«a:«Eio^a40mg/kgi*:m^. ^Mis^m^m 

mi^^m. ^^u.mm 4 la 21 ^mmm^ is 35 ^B-asM^i^ii 
mis^mmm^^it. mmmmm^B.^\^> ^!kmyfiEtmmm 

:^:^mm i^) ^-^tiw^^^SMw^soooo cticji 100000 . 

{^1^ 200000 ) s 2000000 &mmr.M.Wi^i¥th'^^mum^z. 

Chem. Pharm. Bull. 32 (7) 2795-2802 (1984) JliU^ffl 
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j^^m^ 50000 M 150000 m^smmm ( mmM.zm ) ^. mn^m^m 
^m^i^p^ma^^^mR^^i^^m^fmoo (^looooo )(m6) 

im^^^&zM) fcjtepi^^. ^i^^h pH7.4 o^'&i7^mm^M 
mnm(mmM.z.m) mm^^m^mu itBmim^mm^im 



IS 



It* 0. 001 70 % . 0. 001 M 20 % . i)t^ O. OOl M 5 % . HjS^ 
Hfiiat^P octreotide ( }t3^T^a^f»j CB 2234896 A ) . 

i^^w&m^^iimmmm=?; iin^mmif^n^ g - csf , m - 
csF, GM - csFaisuF. Ttfcif. KLmm^mM^ JF?a®35iicifc«. m 

tm^U^ (jaioctretide ) . 

s^^m>n'^mii.m^^^mmm^mmmift-M ( a - 3 , il 

- 6 ) ^mitm^Mmm'^ ( G - CSF Filgrastim , CM - CSF i/a 

Molgramostim . Sargramostim . M - CSF ) . ImW^J^'^&ii^M; 

^i^S^Jn GM - CSF , G -■ CSF , IL -■ 3 , IL - 6 . BAMif^^M^^ 

ill?) . Tmmm^ ( scf ) ^n^m-. 
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- CSF . IL - 6 . IL - 2 . IL - 4 ^^^M. ^-^ffiltMJ3+^^M 

m^^^mi^. ^^'/si±^^^^jifl CM - csF ^^mm^mm, 

^ iSb^W-) ^mMM^m> CD28 - B7 tiSlf^ffl, CD40 - CD40 SB<*^ 

immp.mmm±^s fmnjui^ip ep 03094 u , mi^^^mmi^^m 

( immunophi Unbinding ) ^?SIIP$'J?fJ$nif?a®^ ($nJfMS&^ A ) ^ 

^ft«3K (iaFK506 ) . (jipwo 94/09010 mmmnrnmn 

jOJ IL - 6 s IL - 10 sic TCF p , Slc^ifeltjin IFN - p 1 Betaseron , 

mnf^^mmm^^i^^mum'^'^mismmmmm'^ il - 1 . tnf 

allc IL - 4 ; 

iiit igE 6*iig^fq;^^{2*: ( FcERi ) m^m^ammmwm^m 
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mn^m, Jnffl^^y&ifTfiJft*^, MMi^Uk, BKUm im-m:i 
AIDS m ARC ?&jl7; 

^immm'^^mm'^ cm - csf m^&m. &mi&=fmB pct ^ it wo 
94/01133 . mji. ^nmm^mmi^if^ni^mfi.±QH - cs?nwL, 
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iu^^tmmm^ 1 . 2 sit 3 mm 1 i-^Byi'mm. m^^m 
^^ift'mit^m octreotide mmmmmihi^fff&i^mi^^,'^^ 

) £20 %, i«;i26 2. 0 M 10 . !|#5»Jtt;j2e 3 M 6 % . v&?T 1 1- 
MfJfm octreotide W.&ft^ffifeJIftllBl^^l'^fej 20 M 30mg , ^?li»lS4'ii 
llj lOOM 200nig . 

-mmnmrn^-^im S5^ti«i*:4'6<i octreotide . mamm 

^MMSl^ 2mg/kg ^^i^M^ 00 1 reot ide , ^ ig^ixfi^JBtfa] ^ octreot ide 
&3SlSL^1f^mS.ii^^ 0. 3ng/ml ^ttliS^Js^ 20ng/ml . 

( ^mmms^M c )m^mmMi mmM.zm )mmmm m 7 ). 
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m 11 i^^Ti^p^x II - 3 ^i^m^mw^m. mi^iH^i^ 

200ml flicks 19. 5g ( 158mmol )-'Z.IIW*^IK^KT 

m 750ml ^m^. j^Mm^^m.mw^s mmm^-^ ^mf^-^n.\ 

iiaXW^=f=:mi^'¥mii^2-7nii (£^i ) . WiSS^Eio - 15 
m^m.^^^'^B^'^, m 40g zm^ta^m^^ 125 x:An,^{i« 1 ttt 

B^WB^Pi. ^5!^^J|^^s^^?^^Mmia^^IPA 560g(i2.7moi)z:«'tt:m, 
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Ws^ 1 /hatl^1t*lftllIlA 132g(3mol)Jf|5:Z.^.^^i$tT6*lBtfi]M 1 . 
¥^ ( 2 - 4?|-) 4^, ffl 0.5MHCl7jC?tfg ( 2x ) ^PjK ( Ix ) '^1^., ffl 

^Mumm^^mmiBL^wimmm^^m^mmmRm o. 5 m i. 5 ^. 
=.m.^i^mmmA 4 #F<^:gi6<i^»4»^ii?^a. i±m&^j^&>^^ 0.5 

&^7ffi3. 65 . 3. 73 . 4. 29 & 4.37ppin fitJft^-^S 
Xt5S»h^>ffW«?*'D°BW*il^)6tI IH-NMR it. 

m 1 : mm ( MilEZLSI ) 







CO, 


Zo(CH,),. 






(mol] 


{mol] 


(mmd] 


(oil 




I 


3 


13.6 


1S8 


300 


5064 


t* 


3 


9.1 


1S8 


SOO 


2064 


3 


3 


13.6 


138 


300 


20 240 


4 


3 


13.6 


158 


300 


2040 


5 


3 


13.6 


158 


300 


2022 


6 


3 


13.6 


238 


300 


5064 



^m^^i^ 0. 95 . m.'Vcmm 40g z.m.itm^ ns nm^ttm. i /hatj-, 



2t 



Mw Mfi Mw/Mn 
PcDa] (kDa] 



J 


I4I.9 


32.2 


4.40 


2 


«7J 


133.5 


4.70 


3 


477.0 


83.6 


5.71 


4 


758.0 


97J 


7.77 


5 


721.6 


80.7 


8.95 


6 


310.9 


103.1 


3.02 



rq [di/g} 

«CHC1, I"" ^ft(%) 

19.3 0.6087 

23 J 1.4691 

IS.7 1.279 1 

20.6 1.7590 

22.9 144 b)90 

20.1 88 



i)mw:^wmmm, pj^ 20 -cf^m^ lomg/mi 

b) v^K^^ Ifflg/ml 

m 200ml ii.^!l^»f^«*CKT 750ml =f'mt^m^mL^. iiil 

S^^iilifttoA 19. 50g ( 158ramol ) "Ziai^. J^ffi^^^H^MW^. 

?®?8[!i4^ i&Kit&Mi^AP. ^g5f0[ji4t^W lOOffll 

^U'ttSflW. ^MJ^ifitHSf^lK^^CSI't'. ^a^iJlf . 9.00(145 

sio ic. 30 ^nnm-&mmr.m^mmmisim.w^miiz.mwmii 
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^m.Mm^ ( 1 f^nm^ nb2 > <t». :aEit*^wiiBri-. i^jeiiha^^j 40g 

( 0. 9 mol ) -ICfta^^ 125 -C^fl**!. 1 /hflt. ^-^it^m^mMit 

5|^^^msfi<]^'tt:JpJ6i]iSjmisit4P£:tia^s>t:A 560g ( 12.7 

mol ) i:M.itm, mm^ 1 A^HfHmjtwsa^i^^ i32g ( 3 mpi ) if tc 

^ z:^^ ( 99. 8 % ) *pAiiji^ii^t6i3Wwts^ti4'. ^10^. m^E.mu 

afe*S^it^j^oo. ilBA 1035ral 0. 4M HCl ^Mi^W^^^'^MW 3 

/hfltf. :»W+B^m#J|*W't'LJlffl 3 ^ 0. 5M HCl ^^m^, M 4. 5 

^^m^. m 120 g mm^=f-^=-M.wmmmmmikmmm 2 
umf'an. ^ 40 rji^^^ijLit 16 /jNB^#iijtifi65^ ( mm&zLm ) . 

J^Si^JtlSttJIi^^J^^ 4 . mi^&i^ 1750 1225cm-l IR 

i@femiI£Z:^^7nS*I IH - NMR fs^^E 4. 37 ppm . 



23 



Oxide [ml] 
laol] 



[nuBol] (mmol] ^ 

rci (hisl 



7 


3.0 


13.6 


300 


158 


145 


20 


96 


8 


3.0 


13.6 


300 


158 


145 


50 


96 


9 


3.0 


13.6 


300 


158 


145 


60 


96 


10 


3.0 


13.6 


300" 


158 


145 


50 


144 


11 


3.0 


13.6 


300 


tS8 


145* 


SO 


96 



7 

8 

9 

10 
11 



Mw Mn 
(IcDa] pcDal 



328.0 149.0 

207.0 103.0 

231.0 83.8 

UaO 53.4 



Mw/Mn Tg 

rci 





16.7 


2.88" 


98 


2.20 


16.4 


0.97 


95 


2,00 


21.2 


a6S 


92 


Z76 


3Z6 


a72 


96 


Z06 


31.1 


0.49 


90 
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i)1ia:^mm^, wm 20 x:E.mttb lOmg/mi 

ing/ffll 

200ml i^^- O.W.^aTEnmT 750ml T^6<3Ea^j^^f54'. ilil 
3K^lilt**nA 19. 60g ( 158.7mmoi 

zamt^iC^AP. lOOml =^mr.mM¥r'^ 

^tt^fcl^t. ^ta^m^. 13.34 (105.8 

mmoi, 0, 92 ^^6<jrsi3^Hfi&AflA ( l3E5i-^^± ) i'J?®?fi»4 

^^JK^. 3i«ifB]^|#mJK^E 10 - 14 C. ^jflAfil^Ha&^^KfiUllfltiia 

3FF»ffillNB2 ) ^M^I^WIIB^, i«H^^AI«l40g ( 0.9 mol ) - 

H4fc«fe#^E 125 -Ctm 1 ^hHt. ^^fC'fcS^IK^M'fcJPJ. 
2. JR-^EiS 

:f*F$^*mS6<J#'tt:?PJ6<J»M^)t^Mmia^ll^ 560g ( 12. 7 
mol ) -fC«. i /hBtrtiiilltlt^lt^ 132g (3 mol ) JffC 

Z::^ ( 99.8 % ) inAiiii^SMt6<Iit^6*Iti^tI. Ad^, i^S^^ 21 
•CJSI#260/jNBt. 
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3. js^m 

iftfife*fe^*^Pn°D. Ada 1035ml 0.4MHCmjR. ^MW^m^^MW^ 

/hN". ^m^^^^m^'^^B^ 1. 5 5^ 0. 5M Hci m-^mik, ffl 2 ?}-7K«fe 

iliMi^. fiffi 120 g m.m.^'i'i^^^^m^i^^^^^Jsi^sM^ i 
^^ifej^JSItltABA 3 ?h¥B?4'jJi:itFD'&. 4 40 'CM^=^mum 16 

Mw-258000 Da, Mn-35600 Da, Tg-15. 4X:. 

IR: ^ 1751 fn 12 25cm- Pit ijjC. 

mm iH - NMR . j^^i^mmmLz.is&'^WL^b 96 %. 

132g(3mol)5FfC2:^-^ 600g ( 13.6mol ) 50 "CfiSffi^ 

8.43g ( 145.16 inmol ) pfP^fll9.62g ( 159inmol ) HZ^m^M^^B. 

^m^M^!^ 96 /hat. 

^mmm 7-11 mM:fj^mn. ■ 

Mw-233kDa, Mn-109kDa, Mw/Mn-2. 14, Tg'«22.4X:. 
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#1 gSC (fife®[i£Z:SS) ( Mw-153000 Da, Mn-68900 Da, Tg-29. 1 
X:. ) 30 mi =fm^r:M.Wi^^. mism 0. 98g ( 12. 38 mmol ) Pfe 

ii^fg 10 g ( 33. 0 mrnoi ) @J|gSfe«t^S?§?g. ^M^^'^Em^^mMW 

48 /hB^f, ^Bffi 50 ml " tC¥:^##^ffi 2xl50ml m^PaSS^^^^ 

^jjfe^. m^Ji(^mmi=f'm^^^, Mitmi:n.wi^mwLmtm 300 mi 

Mw-144000 Da, Mn-71000 Da, Tg-25. 6 "C. 

mmm 15 : ^mmmz^mitm immsim) 

^ 1 g us ( mmM.2Lm ) ( Mw-153000 Da, Mn-68900 Da, Tg-29. 1 

•C. ) m^f" lOfRl =fm^-M.W^'¥. ApAO. 98g ( 12. 38 mmol ) Btfclit, 
BI^AnAlO.OSg ( 98. 7 mmol ) 2.®tSF. ^Mm^&Bm^^mW m 

/hB^, mmm so mi -m¥;^#si^iaift*pAiij 200 mi mmmmn^'^. 

i^^mmw 30 sffl isorai mmmm^^^MJB 

if 300 ml zLM'^umrs,. umnm^fuM.wf^^iiKzLm'^nm.m. « 

40 icic^T^/^M 16 /hHmiJ:PrW^^z:s&siss6*}^ (jQ^miiEz: 
ai) . 

Mw-150000 Da, Mn-69100 Da, Tg-26.8X:. 

mmm 16 : jgximBjmmmit^ ( mmM.2Lm ) 

# 1 g SI ( I^^Zlffi ) ( 8 , Mw-328000 Da, Mn-149000 Da, 

Tg-16.4 -c. ) mm4^}^^m7K^mw 2 /hat. m^ji^^w^mn 
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Tic, n^mnm^^!^., 3 /jsBtfi. ^MM^m)^^^ 40 r^^^^ 16 

/hBt. ^#iij6<Ij*Si:ir^l':ATtlS1iJi: Mw-340000 Da, Mn-148000 Da, 

Tg-28.3 ic. 3t#, ^^FSc^iR-^ti^^MWiril^T. mwjst^-fkia 

ig ^ ( ^iiiEz:^ ) ( ^mm s ( pec ) mw=328ooo ) iait^ja 

m=F lOml -ftf '^.Bi^iQA^^ 0. 6ml jK'^^ 12. lag Afi^flfl^^K 3 
( hIL-3 ) . m Ultra-Tar rax 20000 rpm mH^MWlH'^^ 1 ( - 

1^ W/0 - ) , 50 "C^ 1 g B^«S A 2000ml ^^i^'^R^'^^M 

t^^72/jNBt (^■S-Sei6*l$«J?PJ) » iifl 0. 125mra ) 

2. ^^jltllSJPj 

^ Ig 8 6<] PEC , Mw - 328000 jiJt^ii^T lOml "l^f:^ 

( 0 - ffl ) . ^ 50 Ig A j^^ 2000inl ^M^^'^^^mWif^ 

Aba. 

18 - 26 : 
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^tBrn^^m^mmmmmmmi^immmm s m 3 ^m&i pec 
^m^^UT^mm 16 my3ii:mit. -zm mw ^ 300000 s 45'oboo , 
mmzm-kit^^ 94 % . Tg^i8M5ox:. 

^mm 18 : 0. 2 % hiL-2 mn^m^^ ( ) 

)(^2.9mgAemjlfi:fhl5 2 ( hIL-2 ) 1. 5ml ^mm^m 

^ 0. nsmrn ) mmnrr&i. 

mmm 19 : 0. 2% hiL-2 ( > mm.^^ ( ^tigi ) 
18 Mmm, iK^mm&^ 2. 9mg x^mmi^^ 2 

I^BfiM 20 : t 0. 8% hIL-3 ( ) 

1. ffim 

100 % ( w/w m( B^^iiEZLSI X ^BMmM )> 99 % ( w/w ) 
(Jg^lSaZ^ffi) la 1 % ( w/w ) ASaiSQ^35 3 l£ 79. 2% ( w/w ) 
( «iKilEZ.B& ) . 20 % ( w/w ) -M-ffi?^ 0. 8% ( w/w ) A6IIBli:ft-|5 3 
fi^J^ftS 25tng 60 - 70 t: . 160 EJE« 3 ^#|», MM,^ 5 inra fl<J«[A 

2. m\'mmww:TAm 

ItM-JPJ 37 X::&-^Jt^|ftS+Sl&. mnm-^^ 2.5% ( v/v ) N - [2 

- ^zm] - - N' - [2 - zimmm] ( im ) , 10 % ( v/v > /^'^^JflL 
}f 2 % ( v/v )ws^/^stj§?£.^ 0. 5 , 1 , 2 . 5 /jNfl^r^ 1 , 
2 . 3 , 7 , 14 . 20 /jNB^^^#a«f m^wMm^i^m. #p°d4' 
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ABmmiftM 3 fiti-g-siiii BLisA m^. 

'^mim^Mm^B.^)i^>^mmmmm, mj^^mm^m 3 mm 
m^BmmmmnM^m^wL&^&.Tm'^.^'mi ^ 4. 7, h, 21 

iaiR#T^. mxrmnmm^)^i?mmmm^. mm, mit hplc m elisa 

21 : 0. 0002%-2% hIL-2 ( w/o/w 

4 gPEC )&^mmW)&Mf 80 ml z:*C¥:^4', ifiii«;^-«4'*a 

6 ml ^i§7Ks)c^>rijiZ:S?6<J7Kt6^itm6^ IL - 2 { 113. 2 rag 2 
% . 11. 32 mg %^JE 0. 2 %^ ) 4". ffl Ultra-Turax liOiSri^rg^t). ^ 

II - 2 i^}^'m=s'mt'^m ( - ^ w/o *i ) 4'. so x::i^ i g ^ik a 

200ml 1/15M mi&&^^}^ ( PH-7. 4 ) t?f^7$VS?^*PS 20 ( - 

w ffl ) . ta/Kts^ w/o - w - w/o - ^si^^^tsc^^'h 
ffl HPLC $\^m^^m^^^m^mi^ 10 M 100 % . 

^M^J 22 : -g- 0. 0002%-2% IL-2 «5|S^6<I^'^tl ( s/o/w ^ISt) 

Sc5s$]5£#j 21 u^mm, n - 2 ^^m^^^K^^. n - 2 

10 M 100 % . 
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mmm n-.^i % ( w/o/wfo s/o/w i^m) 

mm^mm 21 ^ 22 m:^mm^ s/o/w m w/o/w mm, m w/o/w $11 

M&mm^^^ 60 % . M s/o/w ^j?ij:i.sfK6<jtiii^^. 

leSfif?!! 24 : ^ 1 M 10 % OctTeotUt'MmmmiL ( SMS - PA ) ^ 

n^m.^^ ( w/o/w m s/o/w hsjk^ > 

fi?,Ba5^jg0tji9fq2O6<]7r?2&f^J^. fSSMS - PxyfmfyK j^t 
^ w/o/w $!lJ?il5tiJi^iSc^Eilff^JiJ#S^E;dc4'. iiil hplc m^m^M^ 
20 M 100 %. 

M#iJ 25 : 1 S 10 % Octreotide-^KSSi^l^fi^lI'^t) ( w/o/w 
s/o/w miSt) 

msmm 21 ^ 22 6<i:^rj*ti#. iiii HPLC m^^^m^^L^^ 2 m 

26 : >A^^*:F*3^t«fi[&^^^iL<^:|^MA^^^J«l'#]M: Octreotide 

Mm^m^ ( SMS - PA ) 

^m^^ (Mm^n, i^MP;} 3 kg ) ATmAM (mmsnzLm) )f 
mmm immM.zm) mn. i^mm 1.95%) ,Bmm 2 mg nm^ 

l^/fM. ^mmm ( Wistar,^*:*^^ 375 g ) ^TMAit. #4"i.^P 

^M«^5iJ^40fa 300 mg#i56<i^^ti, li^msfi^i?^^, ^»MJ£E 
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0. 5 ^0 1 cm , ^t^B^m^ 20 

tfrjmMmmnwn, h ^ 21 ^i^m^m.ms!LmMw. ^m^t 
mi^mm^^R hplc ai^ttAjpjtfi*!!?^^^. 

mi^mm^m sms - pa mmmtfriMm^m ( a u > . ^^^^ 3 s 
§i^i?#ijfliiSt7KTO###-i4aiii. ist!^mmi sus - PA (a 12 ) . 

( mm^ZLm ) «Ei^F*^ tl:i£5&1*F«g^ti{^smi^. $S.fll3 sms - pa 6^ 

^tam 27 : ^ 0. 0002X-2% rhIL - 6 ^I^MM-^tl ( w/o/w itife ) 
4 gPEC }^^mmn'Am=f so mi li31«:j#?fi1='ADA?# 
f 6 ml llia7«-^Ayig2.if 6^7K4'6<Iii*6<J rhIL - 6 ( 113. 2 ng 3ltJ5£ 
2 %, 11.32 %^) . ffl Ultra-Turax TOg-^^i-g-i^, ;|# 

IL - 6 mm'^^WL=i^M'k'^n ( - W/O +g ) ;j£ 50 •C^l^ 1 g fl^^JK A 

200ml 1/15M mm&mwm ( ph-?. 4 ) ^^^wmmt^iiim 20 r ( - 

-in CI 

ffi HPLC ^^^^m^m^M^m:^ ID M 100 % . 
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28 : -^ 0. 0002%-2?S rhIL - 6 m&H^^^ ( s/oh^^) 

WM'^^^IBmMlk 10 M 100 % . 

%mm 29 - 31 : filffl IL - 6 yfeJr TNF a^/^ IL - 1 i^-^^im 

-^mi 29 : ^'kimm'^m^mm.: Lewis i.iS-^l^^6*]ilictiM 
#«iifemSSl6l3ltt£aL^ ( CR - EAE ) 

^mmm^^myimEmm^^ ( eab > ^x^n.^m-mm^ 

[Paterson, ADV. IMMONOL. 5 (1966) 131-208; Levine 
ct al.,AM. J. PATH. 47 (1965) 61; Mcfarlin et. ai.,J. IMMUNOL. 
113(1974) 712; Borel, TRANSPLANT 4 CLIN. IMMUNOL. 13(1981)31. 

BJtk. i«^^6*lil®:tiM#lfiife«Mtt«tta:2fe ( CR - EAE ) 
[Feurer, et. al.,J. NEUROIMMUNOL: 10(1985) 159-166] |Jt#f^<NFS>j:?? 

mmmti, -mis - so %tf^mMWMykC'^ - eae. «^i&6«i4o 
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^Sa:^ 2 - 3 tfc. 60 - 80 ^S. I<I 50 %.f, CR - EAE M.^-^KR, 

m^mm^%±mxmR^ 35 %. ^3^69 65 %mmm-^^m, 

n^X&mmifi-Me ( rhIL-6, Sandoz )m'f±m^M, ^^16 

^ni^m 10 mjs: iL - 6 ( so m z/h ) n^^PsSuamf^^it. 
Bgn^ iL - 6 ffim^m 11-14 ^^Wii6<]^m3^ii^f^ ( ) . 
f'MMfitjif 0 - ^j^^s 4 =■ m%±f^m. mM'fi^^ 3. 0 

MIL - 6ia^i^ 3.2. hkmu^mm 30 5c(^7^^||)R|^iS5M IL 

- 6 mmmii^^'ki(9M. «m 16 ^e, 5 Rjmm±'^^~ik:^i^, 
^^ii)/^s^^¥^ 1. 8 . 22 - 29 ^11- 6 mm 

^mm 30 : ^^mmmm: n^^F'mm^^m^^ ( scid ) b. 
burgdorferi .^^ft^^. mmm^^mxmwimm^mRm^^ 

hyperthrophy, mmmm^±^ Jlll'i=iiM^^?tmMEW^0M 
IL - K IL - 6 TNF a#0|fi0^. i^^B^i^^^JifiH^^fl-^^ 

^mmm^^, sia. ^ife£5<}tniTfpBM6<isciDi.jt5:7iii 

iiil^^l^i^dllil^l! ( M. M. Simon, et. al. (1990) Inununology Todday 
12:11 ) . mmmmm burgdorferi S^^3Sl^t£6^i.#SC^l:6^1. 
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^T^£ffl®M«!^) ^^jS, MX^^JSi^ 30mg/kg s.c^BSIM (Jfkmi? 

A ) m^^mm^R^. jt^mmm=Fmm (&^fi&^a@3fe^ 
mxtmm^mM^ 6 sffi:^^*! c. b - n scid u. ( scid ^^fi^j^-^ 

^, fii Bomholtgard, Denmark, 5-6 RnljWm.) 100 mio. 9KM( 

Mi^^M burgdorferi ^^i^. ^^m^tim C. B - 17 i. ( nM^M ) W 

mm^Wi, m^m^mmi^m burgdorferi B-zMmmmmm. 

m^yKm^Mm.Xll - 6 ( rhIL-6, Sandoz, (5^#J«J^Jg3fcj 5mg/ml ), 

mmsik^m^ ^^mmiHimnik, mmy^io'^mRm. 

? WSII'o} 
( + ) ^15r$^ 

^ilfii?|S^ir2^^6<]iiJil^M. .^?E/hi„ M Schaffer Ri?§?8L@^^1?, 

9100 mn'^^m^:^Mi^^^^. 

13 14 15 16 17 20 

mm OfiO (m (V30 0/30 0^30 W30 
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SOD. IL-6 


6J/36 


115/36 


15>36 


21/36 


3066 


35/36 




18 % 


35 % 


42% 


58 % 


83 % 


97% 


SaD.IL-6 i^lf 


4/30 


3^/30 


11/30 


7^0 


12/30 


10^0 




13 % 


12% 


37% 


25% 


40% 


35% 



IK - 6 i^jftfil] SCID 4^m.mm^Mi^m burdorferi ^Ife^Eiltli 

aittum 13 ^r^^r^mm^^^. ^m^mm^, mimm rhiL-6 
w^i^6o - 75 %^if^mm!^Mmm, 

mar: 

ittStfe OFl /jNg^S 18 - 22g . JStiKrtiilt-g' 0. 15 wg/kg JJg^H 

* ( LPS ) ^ 500 mg/kg d - i|i?L$|fl$6tl PBS M}^ 0.2 ml, ^^iO R 



a I PBS LPS + d-GAL PBS 

2 IL-6(50ng) LPS + d^AL PBS 

ffi 3 PBS LPS + <KiAL + IL-<5 (50 Jig) PBS 

ia 4 PBS LPS + d^AL IL-5(50|ig) 

* I PBS LPS + d-GAL PBS 

*i 2 IL-6(50Mg) LPS + d-GAL PBS 

^ 3 PBS LPS + d-GAL + IL-6 (100 Jig) PBS 
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4 


PBS 


LPS + d-GAL + IL-6 (20 pg) 


PBS 


ia 


5 


PBS 


LPS + d-<3AL + IL-6 (5 pg) 


PBS 


6 


PBS 


UPS + d-GAL + IL-6 (0.8 pg) 


PBS 




7 


PBS 


LPS + d^AL + IL-2 (200 pg) 


PBS 




8 


PBS 


LPS + d-GAL 4- IL-4 (50 pig) 


PBS 


9 


PBS 


LPS d-GAL 


IL'6 \ 



(50 Hg) 



rhIL-6 ( ILS 969. Sandoz ). rhn-2 ( Sandoz )^ rhlLM ( Sandoz ) 

m PBS mm$^ ( im o. 2 mi ) ^Mf^iait. ms. 2 h^^d 

ffl^I 3 M 8 ( 2 ) IL - 6 fO IL - 2 mU\ LPS/d-CAL ?g?g[t . l-X 

WLi^f^m^ LPS i^mttiMjnm^mBm^^j^j^±, 

^. ^i^ffi LPS 24 /hBrf^ 10 KXtBB/MUcf.;^ 9 n^^^ ^PS ^Itftf 3 

/hBtUcjff 2 II - 6 ?^-d^^5iJ;l#^t:^p^fficS 60 % ( p-0. 12 )$i 

70 % ( p-0. 26 ) . LPS mnm a - 6 n^t:m 

fKs 10 % ( p-0. 01 ) . ^^^^wm^mmm. m^^z y^jsm. 3 ^ 

( p<o. 01 ) . 4 m^tm^ 70 %m so % , 1 m 2 t^M^^si 
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LPS Bmm iL - zmii- 4 mtm. mmm^'f'^ lps/ci-gal mi 

i3i:i^ 2 w^m 0 2) 1 ^1^^^^, mil- 6 
m±4-m^=f^mmwt:. ^ IL - 6 ^ LPS ~&mMQ^, m lps ^ 24 

yttimmiih 3o % ( p-o, 03 ), 50 % ( p-o. 16 ). 70 % ( p=o. 61 j. 
mmm^ 100 ^ g/mRA^m ( ^Eti^ 60 % . p-o, 33 ) mm 20 n g/ 
^R^h^fiij^s^^m^. LPS iiit^eg^i^ffi 100 IX sMsmmmmm 
^ LPS -mmmmmmm^^ii^m^. i?s4z ^^urfm^i^ 
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POLYMERIC MATRICES 
AND THEIR USES IN PHARMACEUTICAL COMPOSITIONS 



This invention relates to pharmaceutical compositions comprising polymeric matrices, 
especially those containing IL-6 for use in treating diseases mediated by IL-1 and/or TNFa, 
e.g., chronic inflammatory conditions. The specific polymers of the invention, especially the 
poly(ethylene carbomate) polymers described herein, however, are shown to be more 
generally useful as matrix materials in sustained release compositions containing 
pharmacologically active compounds, and in particular to have the novel, unexpected, and 
highly desirable propeny of undergoing nonhydrolytic surface erosion in vivo. Therefore, 
matrices comprising other dnigs are also exemplified and provided, together with processes 
for preparing the polymers and to pharmaceutical compositions containing them. Moreover, 
the use of IL-6 to treat conditions mediated by IL-1 and/or TNFa is novel and unexpected 
(many such conditions were previously believed to be exacerbated by IL-6), thus the 
invention further provides a new use for IL-6 in the treatment of, e.g, chronic pathogen- 
induced inflammatory conditions, demyelinating diseases, and acute and hyperacute 
inflammatory conditions such as septic shock. 

I. Treatment of diseases mediated bv IL-1 and/or TNFa 

Many spontaneously occuring, chronic inflanamatory conditions have an unknown, 
(possibly autoimmune) etiology and are believed to be mediated by IL-1 and/or TNFa. For 
example, multiple sclerosis (MS), a crippling nerve disorder characterized by disseminated 
patches of demyelination in the brain and spinal cord, has occupied the attention of research 
organizations for many years. Although the precise etiology of multiple sclerosis is not fully 



wo 95/06077 



PCTmP94/02833 



2 



understood, it is believed to have a strong autoiiximune component, as indicated, e.g., by the 
increased incidence of certain HLA antigens in patients having the disease. Currently 
available anti-inflammatory drugs such as ACTH (adrenocorticotropic hormone) or 
corticosteroids, e.g., prednisone, appear to hasten recovery in acute attacks, especially when 
administered early in the episode, but do not affect the underlying etiology of the disease. 
Long term administration of corticosteroids or immunosuppressants carries risks of serious 
side effects. A recombinant form of IFN-pi was recently shown to reduce short term plaque 
formation, but has not been shown to affect the long term progression of tiie disease. 
Evaluation of treatment efficacy is complicated by the fact that the natural progression of the 
disease is one of spontaneous remission and chronic relapse. In short, despite many years of 
intensive research, there is so far no generally accepted specific therapy for this very serious 
disease. 

Other chronic inflammatory conditions arc believed to be induced by external agents, 
e.g., pathogens. For example, Lyme disease is a serious chronic condition initiated by 
infection with the tick-bom spirochete Borrelia burgdorferi . Following an initial acute phase 
characterized by skin lesions and flu-like symptoms, the disease progresses to a chronic 
phase which may be characterized by arthritis and chronic neurologic abnormalities. The 
disease is usually treated with antibiotics and nonsteroidal anti-inflammatory agents, but an 
optimal therapy, particularly for the established disease, is not yet established. 

Acute or hyperacute, uncontrolled inflammatory conditions may also be caused by 
external agents, e.g., severe bums or severe infections. For example, septic shock, and in 
particular adult respiratory distress syndrome (ARDS), is a life threatening condition for 
which no effective treatment exists at present. Onset is rapid, and mortality generally 
exceeds 50%. Septic shock usually results from severe bacterial infection and is typically 
characterized by fever often followed by hypothermia in tiie later stages, fluctuating blood 
pressure (hyperdynamic syndrome) followed by hypotension in the later stages, metabolic 



wo 95/06077 



3 



PCT/EP94/02833 



acidosis, impaired mental functioning, and widespread organ dysfunction, ultimately, in many 
cases, ending in deatti. Most commonly, septic shock results from gram-negative bacterial 
infection (endotoxic shock), but it may also result from gram-positive bacterial infections or 
other infections. The term "septic shock" as used herein is thus to be interpreted broadly to 
mean a shock state, including ARDS, resulting from a microbial infection, especially a 
bacterial infection, most especially a gram-negative bacterial infection. 

IL-6 is a known cytokine. It is known to be useful in the treatment of various 
conditions, e.g., thrombocytopenia and certain cancers. It is produced by the body usually in 
response to bacterial infections and has been implicated in the mediation of inflammation, 
fever, and septic shock. It is a potent immunostimulant and indeed some literature suggests 
that IL-6 driven mechanisms cause certain autoimmune or inflanmiatory diseases, including 
systemic lupus erythematosis, multiple sclerosis, and rheumatoid arthritis, as well as septic 
shock. 

It is thus very surprising to discover that IL-6 is useful in the treatment of chronic 
inflammatory diseases (other than glomerulonephritis), e.g., multiple sclerosis, and in the 
treatment of acute and hyperacute inflammatory conditions, e.g., septic shock. The 
mechanism of this action is unclear, but without intending to be bound by any particular 
theory, we believe thai, through a feedback mechanism, IL-6 can suppress or inhibit the 
expression, release or function of other cytokines, particularly TNFa and/or EL-I, possibly by 
upregulaiing the release of soluble TNFa receptor and/or IL-I receptor antagonist, thereby 
suppressing the activity and resulting autoimmune, inflammatory, or shock conditions that are 
principally mediated by these cytokines. In the case of conditions characterized by IL-6 
mediated complement-activating antigen-antibody (IgG) complexes, particularly 
glomerulonephritis (which is usually caused by aggregation of such complexes in the kidney), 
however, IL-6 is shown to exacerbate the condition. Thus, we have shown thai IL-6 is 
curative in animal models for MS and Lyme arthritis, for example, which are believed to be 
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driven primarily by IL-I and/or TNFa, but exacerbates the glomerulonephritis in lupus mice, 
which is believed to be directly driven by IL-6. We have also shown that IL-6 is curative by 
itself in mouse models of endotoxic shock, which is likewise hypothesized to be driven 
principally by IL-I and/or TNFa. 

IL-6 is therefore considered to be useful as an agent for suppressing or inhibiting the 
expression, release or function of TNFa and/or IL-I, and especially in the treatment of 
inflammatory conations other than glomerulonephritis, and in the treatment of septic shock. 
Inflammatory conditions which may be treated using IL-6 include, for example, arthritic 
conditions, particularly pathogen-induced arthritic conditions, for example, Lyme disease 
arthritis, bacterially induced arthritis, and polioarthritis; multiple sclerosis and other 
demyelinating diseases (i.e., diseases characterized by demyelination in the nerves, brain, 
and/or spinal cord, including, e.g., multiple sclerosis, acute disseminated encephalomyelitis 
or postinfectuous encephalitis, optic neuromyelitis, tinnitus, diffuse cerebral sclerosis, 
Schilder's disease, adrenoleukodystrophy, tertiary Lyme disease, tropical spastic parapoesis, 
and other diseases wherein demylination, especially autoinunune-mediated demyelination, is a 
major symptom); acute severe inflammatory conditions such as bums, septic shock, 
meningitis, and pneumonia; and autoinunune diseases including polychondritis, sclerodoma, 
Wegener granulamatosis, dermatomyositis, chronic active hepatitis, myasthenia gravis, 
psoriasis, psoriatic arthritis, Steven-Johnson syndrome, idiopathic sprue, autoinunune 
inflammatory bowel disease (including e.g. ulcerative colitis and Crohn's disease), endocrine 
ophtiialmopathy. Graves disease, sarcoidosis, primary billiary cirrhosis, juvenile diabetes 
(diabetes mellitus type I), uveitis (anterior and posterior), keratoconjunctivitis sicca and 
vernal keratoconjunctivitis, and interstitial lung fibrosis. 

The invention thus provides: 



i) A method of 
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inhibiting the expression, release or function of TNFa and/or DL-I; 

of treating or preventing an inflammatory condition other than glomerulonephritis; 

of treating or preventing a condition mediated by IL-I and/or TNFa; 

of treating or preventing any of the conditions described above; 

of treating or preventing a demyeUnating disease, e.g., multiple sclerosis; 

of treating or preventing an externally induced inflammatory condition; 

of treating or preventing an inflammatory response to a severe acute infection, e.g., 
septic shock, meningitis, or pneumonia; 

of treating bums; 

of treating or preventing a chronic pathogen-induced inflammatory condition, e.g., 
Lyme disease; 

said method comprising administering a therapeutically or prophylactically effective amount 
of IL-6, e.g., a TNFa and/or IL-I inhibiting amount of IL-6, e.g., rhIL-6, (e.g., especially 
wherein IL-6 is administered as the sole therapeutic or prophylactic agent, or optionally 
administered in conjunction with antimicrobial or vasoactive agents, e.g., optionally not in 
conjunction with TNFa agonists or antagonists or with anti-TNFa antibody); optionally in 
slow release or depot form, e.g., in association with a polymeric matrix, e.g., a poly(cthylene 
carbonate) matrix as further described herein, to a subject, e.g., a manmial, e.g., a human 
being, in need of such treatment or prophylaxis; 
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ii) The use of n--6, e.g., rhIL-6, in the manufacture of a medicament for use in the 
method of (i), e.g., for treating or preventing any one of the conditions listed under (i) above, 
wherein the medicament is optionally in slow release form, e.g., optionally further 
con^rising a polymeric matrix, e.g., a poly(ethylene carbonate) matrix as further described 
herein; 

iii) The use of 0^-6, e.g., rhIL-6, for the treatment or prevention of any of the 
conditions listed under (i) above; and 

iv) A pharmaceutical composition comprising IL-6, e.g., iiiIL-6, for use in the method 
of (i), e.g., for treating or preventing any of the conditions described in (i) above, optionally 
in slow release form, optionally further comprising a polymeric matrix, e.g., a poly(ethylene 
carbonate) matrix as further described herein; for exanq)le, a sustained release composition 
(i.e., a composition which biodegrades in vivo over a period of days, weeks, or months) 
comprising IL-6 in a polymeric matrix, e.g., in the form of a microparticle or depot, e.g., 
where the polymer exhibits nonhydrolytic surface erosion in vivo, especially any of the dmg 
delivery systems described herein, for use in the treatment of any of the above-mentioned 
conditions, e.g., for the treatment of a chronic inflanmiatory condition. 

By IL-6 is meant any compound corresponding to the known varieties of interieukin-6 
(also known as interferon beta-2 (IFN-p„ ), B-cell stimulatory factor 2 (BSF-2), inierleukin 
HP- 1 (HRl), hepatocyte stimulating factor (HSF), hybridoma plasmacytoma growth factor 
(HPGF), and 26kD factor). Recombinant IL-6 is preferred, although nonrccombinant IL-6 
can also be used, e.g., as produced by IL-6 secreting cancer ceD lines. IL-6 is commercially 
available or may be produced by known methods, e.g.. as described in EPA 0 220 574, EPA 
0 257 406, EPA 0 326 120, WO 88/00206. GB 2 063 882. or GB 2 217 327. the contents of 
which applications are incorporated herein by reference. The IL-6 may be glycosylated, 
e.g.. as produced by eukaryotic cells, e.g.. CHO cells, or nonglycosylated. e.g.. as produced 
by prokaryotic cells, e.g., E. coli. Recombinant human IL-6 (rhIL-6) is preferred, although 
lL-6 is known to be active cross-species, so that IL-6 derived from nonhuman sources could 
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also be used and is included within the meaning of IL-6 herein. Proteins having minor 
variations in the sequence of IL-6, e.g., addition, deletion, or mutation of 1, 2, 3 or more 
amino acids; fusion proteins comprising IL-6 and another protein; active fragments of IL-6; 
and/or other such variant, truncated, or mutated forms of IL-6, which have IL-6 activity are 
intended to be encompassed within the meaning of IL-6 herein. 

Suitable pham[iaceutical compositions comprising IL-6, together with a 
pharmaceutically acceptable diluent or carrier are known. The IL-6 may be administered 
parentally, e.g., in the form of an inj^table solution or suspension, e.g., according to or 
analogously to description in Remington's Pharmaceutical Science. 16th ed. (Mack 
Publishing Company, Easton, PA 1980). Suitable carriers include aqueous carriers such as 
saline solution. Ringer's solution, dextrose solution, and Hank's solution, as well as 
nonaqueous carriers such as fixed oils and ethyl oleate. For ordinary parental administration, 
the IL-6 is available in lyophilized form in unit dose amounts which may be mixed with the 
caxrier to form a suitable solution or suspension for injection. 

Alternatively, the IL-6 may be administered using an implantable or sustained release 
drug delivery system, e.g., in microparticle or depot form in association with a polymer, to 
form a polymeric matrix whereby the drug is released slowly from the matrix. This is 
preferred, e.g., where the condition to be treated is chronic, e.g., a chronic inflammatory 
condition, and the requisite treatement extends over a period of weeks or months. By 
polymer is meant any suitable (e.g., pharmacologically acceptable) linear, high molecular 
weight molecule formed of repeating units (including homopolymers, co-polymers, and 
heteropolymers), optionally branched or crosslinked, which may be made, e.g., by 
FMDlymerization of a single molecule or from the co-polymerization of more than one 
molecule (e.g., poly(ethylene carbonate) from ethylene oxide and carbon dioxide as described 
below), and optionally containing interruptions in the polymer chain with other units. 
Preferably, the polymer is linear and is composed of carbon, oxygen and hydrogen, e.g.. 
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poly-DL-lactide-co-glycolide, polyethylene glycol, or poly(ethylene carbonate). Preferably, 
the polymer exhibits non-hydrolytic surface erosion, e.g., a poly(ethylene carbonate) as herein 
further described. 

The dosage will of course vary depending on the exact type of IL-6 employed, the 
host, the mode of administration, and the nature and severity of the condition being treated. 
The IL-6 is administered to larger mammals, e.g., man, by subcutaneous injection or in 
sustained release form to provide a dosage of from 0.5 ^igAcg/day to 30 jigAcg/day, preferably 
ftom 2.5 jig/kg/day to 10 jigAcg/day, or in any other dosage which is safe and effective for in 
vivo activity in known therapeutic applications of IL-6, e.g., in a platelet-increasing dosage. 
In the case of severe acute inflanmiatory conditions, e.g., septic shock, higher dosages 
administered i.v. may be desirable to achieve a rapid and strong response. Frequency of IL-6 
administration may optionally be reduced from daily to every other day or every week, or 
longer in the case of sustained release forms, which are preferred when the treatment is given 
over longer periods of time. IL-6 treatment may result in chills, fever, and flu-like 
symptoms, which normally can be u-eated or prevented with co-administration of nonnarcotic 
analgesics such as aspirin, acetaminophen or indometacin. Other significant side effects 
ordinarily appear only at higher dosages, e.g., above 10 jig/kg/day, and can ordinarily be 
relieved by reducing the dosage. 

II. Polymeric matrices for sustained release 

The invention further provides pharmaceutical compositions suitable for sustained 
release of drugs, which are suitable, e,g„ for administration of IL-6, e.g. in the above 
described indications, as well as for other drugs. The pharmaceutical compositions are 
especially those comprising polymers of poly(ethylene carbonate), sometimes referred to as 
as poly(ethylene carbonate)s or PECs. 



wo 95/06077 



PCT/EP94/02833 



9 



Although the prior art provides some examples of poly(ethylene carbonate)s for use in 
drug delivery systems, the prior art does not disclose the particular polymers of the invention 
and does not disclose polymers capable of undergoing nonhydrolytic surface erosion in vivo. 
The prior art also does not disclose such drug delivery systems for the delivery of certain of 
the particular drugs disclosed herein, e.g., IL*6, nor does it suggest that a sustained release 
system would be desirable for delivery of such drugs. 

Particularly surprising are the degradation characteristics of the polymers of the 
invention. On the basis of genera! chemical knowledge, it is expected that carbonate ester 
bonds are in principle cleavable. However, polycarbonates have been proved to be stable 
under moderate conditions in vitro. 

According to Chem. Pharm. Bull. 31(4), 1400 - 1403 (1983) poly(ethylene carbonate)s 
are degradable in vivo, but the polymer tested was not clearly identified, e.g. by modem 
spectroscopical methods. According to page 1402, in vivo degradation was only explainable 
as due to the influence of hydrolytic enzymes. 

According to Chem. Phaim. Bull, 32 (7), 2795-2802 (1984) microparticles were made 
of poly(ethylene carbonate) containing Dibucaine. Although the description relates to the 
firstly cited art, the release of Dibucaine was not seen to be related to in vitro or in vivo 
degradation pattern of the polymer, but to diffusion through the polymer. Also here the 
physical and chemical properties of the poly(ethylene carbonate) tested were not sufficiently 
evaluated. 

According to MakromoL Chem. 183, 2085 - 2092 (1982), especially page 2086, 
carbon dioxide epoxide f>olymers are considered to be biodegradable and it is said that 
preliminary results confirmed the biodegradability of carbon dioxide - ethylene oxide 
polymers and thus their use in controlled drug release. For support of the allegation regarding 
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the biodegradability Jinko Zoki 3 (SuppL), 212 (1974) was cited. In this publication it was 
said that poly(ethylene carbonate) belongs to the group of compounds which are most easily 
hydrolysed and even the enzyme pronase had no difficulty in decomposing it. This means 
that an enzymatic hydrolysis in vitro and in vivo would be possible, since pronase is 
composed of a mixture of hydrolytic enzymes. However, this comment seems very doubtful. 
We have subjected the poly(ethylene carbonate)s of our invention in the form of pressed 
disks of 5 mm diameter and 25 mg weight to 10 mg/ml pronase and 5 mM CaCl2.2H20 in 
phosphate-buffered saline (PBS) of pH 7.4 and to 10 mg/ml pronase E and 5 mM 
CaCl2.2H20 in phosphate-buffered saline of pH 7.4 (at 37*C) and no degradation could be 
observed (see Fig. 1). The pronase solution was renewed every day. 

It is now surprisingly discovered that a selection of poly(ethylene carbonate)s having a 
special ethylene carbonate content, viscosity and glass transition temperature range, which are 
not degradable by hydrolysis (e.g., in the presence of hydrolytic enzymes, e.g. pronase, or 
under basic conditions) are nevertheless degradable in vitro and in vivo, namely and 
exclusively by surface erosion. The expression "surface erosion" is used in the literature, 
especially in relation to the hydrolytic degradation of polyanhydrides and polyortho esters, 
but was never clearly defmed. 

Surface erosion occurs, if there is a mass degradation merely at the surface of the 
polymer panicles, without reduction of the molecular weight of the remaining polymer 
residue. Where in the literature it was alleged that surface erosion was observed, molecular 
weight determinations of the residual mass parallel to mass loss determinations were never 
carried out, and thus in fact surface erosion never was proved. 

In fact, in almost all the hitherto tested polymers, polymer bulk erosion was observed. 
Systems exhibiting polymer bulk erosion have the significant disadvantage that if the 
polymer is loaded with a drug compound, e.g. a peptide, which is relatively unstable under 
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the influence of the biological medium to which it will be released, the drug compound is 
ahready contacted with the medium in the bulk part and can lose its activity long before it is 
released from the polymer. If the polymer would undergo a surface erosion, i.e. when no 
bulk erosion occurs, the embedded drug compound, e.g. the peptide, would remimn protected 
from the detrimental influence of the biological medium just until the moment that the 
progressive surface erosion reaches the drug particles and the drug particle is released from 
the surface of the residual polymer mass. In case of polymer matrix drug delivery systems 
exhibiting surface erosion as opposed to bulk erosion, the drug particle is thus exposed to the 
detrimental influence of the biological medium during a shorter period of time, thereby 
allowing for longer, higher and more consistant release of pharmacalogically active drug 
from the polymer matrix. 

For polyanhydrides in recent publications in Proc. Nat. Acad. Sci. USA 90, 552-556 
(1993) and 90, 4176-4180 (1993) some characteristics of a surface erosion - like behaviour 
were described. However, the whole bulk seemed to be influenced and no molecular weight 
determinations were performed. Further, this erosion is of the hydrolytic type. 
It was now discovered, that a selected group of poly(ethylene carbonate)s, defined below, 
shows, in vitro as well as in vivo, exclusively a non-hydrolytic surface erosion. 

The invention provides a polymer degradable in vivo and in vitro by surface erosion 
which is governed by a non-hydrolytic mechanism and having ethylene carbonate units of the 
formula A 

•(-C(0)-0-CH2-CH2-0-)- A 

having an ethylene carbonate content of 70 to 100 Mol%, having an intrinsic viscosity of 0,4 
to 4,0 dl/g, measured in chloroform at 20*C, and having a glass transition temperature of 
from 15 to 50"C. 
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The ethylene carbonate content of the polymer according to the invention is from 70 
to 100 Mol%, particularly 80 - 100 %. preferably from 90-99.9%, such as from 94 to 99.9%. 
The intrinsic viscosity of the polymer is from 0.4 to 4.0 dl/g, measured in chloroform at 
20"C. Preferably the polymer has an inherent viscosity, measured at 20"C and a concentration 
of 1 g/dl in chloroform of 0.4 to 3.0 dl/g. 

Its glass transition temperature is from 15' to 50'C, preferably from 18" to 50'C. 

In the literature poly(ethylene carbonate)s have been described having a glass 
transition temperature of from 5 to 17'C. 

The polymers of the invention are preferably made by co-polymerization of ethylene 
oxide and carbon dioxide, which production process is also a part of this invention. As a 
consequence of this production method, the polymer contains in most cases as a co-unit the 
ethylene oxide unit of the formula B 

-(-CH2-CH2-O-)- B 

If the polymers of the invention are exposed to an aqueous medium, e.g. a 
phosphate-buffered saline of pH 7.4, practically no medium will be transported to their bulk 
part, e.g. as is seen from Fig. 2. Therefore no bulk erosion will occur and the remaining mass 
will be kept constant (100%) for a period of at least 28 days, e.g. as shown in the right graph 
of Fig. 3. 

Poly-DL-lactide-co-glycolides are at present the most commonly used matrix materials 
for sustained drug release systems. Such polymers, however, unlike the polymers of the 
invention, are degraded by hydrolysis. For example, mass degradation in PBS as shown in 
the left part of Fig. 3 for one of the niost sophisticated poly-DL-lactide-co-glycolide types. 
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namely a glucose initiated poly-DL-lactide-co-glycolide (DL-PLGGLU), described in the UK 
Patent GB 2 145 422. 

The difference in degradation behaviour between the poly(ethylene carbonate)s of the 
invention and the poly-DL-lactide-co-glycolides (DL-PLG) of the art in vivo is also shown in 
Fig. 3. Whereas the polylactide-co-glycolide undergoes bulk erosion, as is seen from the 
decreasing molecular weight of the residual mass of DL-PLGGLU, the molecular weight of 
the residual mass of the poly (ethylene carbonate)s remains constant (100%). 

The residual mass of the total implant decreases in vivo in both cases to zero within 1 
month, which means that the poly(ethylene carbonate) undergoes surface erosion, rather than 
bulk erosion. As a consequence of the absence of bulk erosion, the loaded polymer is during 
storage, i.e. before its administration, impervious to moisture and remains in the same dry 
condition in which it has been produced. Its embedded drug, if sensitive to moisture, 
remains stable. 

The invention also provides a process for the production of the polymer in which 
ethylene oxide and CO2 are polymerized in a molar ratio of from 1:4 10 1:5 under the 
influence of a catalyst. It is clear that in the scope of this reaction the introduction of 
ethylene oxide units in the polymer chain is possible, if two epoxide molecules react with 
each other without intervention of a COj molecule, i.e. if an oxy anion intermediate attacks 
another ethylene oxide molecule before being carboxylated by COj. It is thus probable that 
the fwlymer contains several ethylene oxide units. The polymer of the invention, if 
containing ethylene oxide units, has a random distribution of ethylene carbonate and ethylene 
oxide units according to the sum formula A„-B„ = 

.(C(0)-0-CH2.CH.-0-).„.(.CH2-CH2.0-)-„ 
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in which 

m X 100 = 70 to 100. 
n+m 

However, most of the ethylene oxide units in the polymers of the invention have, statistically, 
adjacent ethylene carbonate units, especially in those cases, in which the molar ratio of 
ethylene oxide units is small. That means that in these cases most of the resulting ether 
functions are distributed randomly between carbonate functions along the polymer chain. 
'H~NMR spectra of the products of the invention in CDCI3 confirm this assumption. 
They exhibit signals at 5 = ca. 4.37 ppm (Integral la) of the ethylene carbonate units 
(ethylene units between two carbonate functions), at ca. 4.29 and 3.73 ppm (Integrals lb and 
Ic) of ethylene units between one carbonate and one ether function, and at ca. 3.65 ppm 
(Integral Id) of ethylene units between two ether functions. The proportion of ethylene 
carbonate units (A) is then calculated within NMR accuracy limits according to the formula: 

Mol % of ethylene carbonate units (A): la . ICK) 

la + lb + Ic + Id 

As a su-uctural feature of poly(ethylene carbonate)s, in the literature often their content of 
ether functions, instead of their ethylene carbonate content is given. The ratio of ether 
functions (E) in the polymers of the invention may be calculated according to the formula: 

Mol % of ether functions (E) = Ic + Id . 100 

la + lb + Ic + Id 

According to the PCT-Patent Application WO 92/22600 poly(ethylene carbonate)s are 
prepared which contain ethylene oxide units and ethylene carbonate units in a molar ratio of 
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2 to 400 : 2, which means that the polymer contains at least SO Mol% of ethylene oxide and 
thus less than SO Mol% of ethylene carbonate units. The application mentions the 
biodegradabiiity of the polymers and their use as bioerodible matrices for the sustained 
release of pharmacologically active compounds. However, no data have been given that the 
polymers are indeed biodegradable. Generally, poly(ethylene carbonate)s having such large 
numbers of ether functions are scarcely biodegradable. The application does not mention any 
hint as to the possibility of surface erosion of the polymers. 

In the Examples of the US-Patent 3 248 41S low molecular weight poly(ethylene 
cairbonate)s of Mw = 700 - 5000 are described having less than 70 Mol% of ethylene 
carbonate units, different from the polymers of the invention and nothing has been mentioned 
about their biodegradabiiity. 

According to the PCT-Application WO 89/05664 poly(ethylene carbonate)s are 
described which contain in the described structure n ethylene oxide and ethylene carbonate 
units in a molar ratio of 1 to 8 : 1, which means that the polymer contains at least 50 Mol% 
of ethylene oxide and thus at most 50 Mol% of ethylene carbonate units, different from the 
polymers of the invention. Although, the polymers are described as to be used for 
biodegradable medical devices, e.g. implants which may contain a drug compound, no 
infonnation have been given about surface erosion. 

In the process of the invention the ethylene oxide unit content and thus the content of 
ether functions, which delays or inhibits the biodegradation speed of the polymer, is reduced 
considerably by specifying the reaction conditions such as the described molar ratio's of the 
reaction components, the reaction temperature and further by choosing an appropriate 
catalyst, e.g. such prepared from Zn (C2H5)2 and water or acetone or a di- or a triphenol e.g. 
phloroglucin, in a molar ratio of from 0.9:1 to 1:0.9 or 2:1 to 1:2 respectively, or preferably 
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prepared from Zn(C2H5)2 and a diol, especiaUy ethylene glycol, in a molar ratio of from 0.9:1 
to 1:0.9. 

The process is preferably carried out in a solvent or dispersing agent system of an 
organic solvent, e.g. dioxane and CO2. COj is preferably applied in liquid form and is present 
in an excess. The pressure is preferably from 20 to 70 bar and the temperature preferably 
from 10 to 80'C, especially from 20 to 70'C. 

The polymers of the invention thus obtained comprise usually less than 15% of ether 
functions, preferably less than 10%, particularly less than 5%, e.g. less than 3%. 
The poly(ethylene carbonate)s of the invention, if prepared using the catalyst from ethylene 
glycol or acetone and diethylzinc exhibit low polydispersities (Mw/Mn), usually less than 5, 
such as less than 2.5. 

In the process according to the invention the catalyst or a part of it is considered to be 
the chain initiator for the (co)-polymer. When the reaction is finished and the chain is 
complete, its final terminal group is a hydroxy! group. The opposite site of the chain, there 
were the chain was started up, may be occupied by the catalyst group or a fragment of it. If 
the catalyst is prepared from ethylene glycol and diethylzinc or water and diethylzinc, both 
ends of a polymer chain are supposed to be identical. However, if the catalyst is prepared 
from a di- or triphenol and diethylzinc, the aromatic group will be incorporated into the end 
of a chain, where the chain starts up, whereas the other end of the chain will be a hydroxy! 
group. From Fig. 4 it is seen, that poly(ethylene carbonate), if one of its terminal groups is 
blocked, e.g. by an aromatic initiator such as phioroglucin, is slower biodegradable. For that 
reason, it is assumed, that the polymer chain degradation starts at the terminal hydroxy! 
group(s). Alternatively, a later derivatization of a terminal hydroxy! group may also be 
considered, e.g. by esterification, to block terminal hydroxyl groups and to control the 
biodegradation of the po!y{ethylenecarbonate)s of the invention. Suitable terminal ester 
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groups are biocompatible ester groups, like (Cj^) fatty acid ester groups, preferably (Cj.go), 
especially (C,.,g) fatty acid ester groups, e.g. the ester groups of acetic acid and stearic acid, 
or a caibonic acid ester group e.g. the ethylene carbonate group, or the pamoic acid ester 
group or a lactic or glycolic or polylactic or polyglycolic or polylactic-co-glycolic acid ester 
group. 

The poly(ethylene carbonate)s of the invention are stable for several hours in hot 
water (90-100'C) without considerable molecular weight reduction. A significant increase of 
the glass transition temperature is observed after exposure to boiling bidistilled water during 
5 hours, e.g. up to above 18'C, e.g 28'C. By performing this reaction step, a higher polymer 
purity is attained. We have found that polymers treated in this manner are also better 
processable. 

The poly(ethylene carbonate) portion of the polymers of the invention is, as said 
before, not hydrolysable, that is to say during at least 1 month by hydrolytic enzymes under 
physiological conditions or by water at pH 12 and 37'C (see Fig. 1 and 8). However, it was 
discovered that the polymers of the invention degrade in vivo and in vitro by surface erosion 
under the influence of the superoxide radical anion O2 Superoxide radical anions O2' axe 
generated in inflammatory cells in vivo and ex vivo in the presence of the poly(ethylene 
carbonate)s of the invention as is seen from Fig. 5. Polylactide-co-glycolides» the most 
commonly used matrix materials for sustained drug release systenois nowadays and degraded 
by bulk hydrolysis, do not induce the generation of superoxide radical anions O2'. which is 
shown in the same figure for the glucose initiated poly-DL-lactide-co-glycolide, which was 
also used for Fig. 3. 



^ In vitro, an aqueous system was established, containing potassium superoxide as 
source of O2 * and showing surface erosion of the poly(ethylene carbonate)s of the invention 
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(see Fig. 8). In vitro a pH 12 was chosen, since the O^' radical is sufficient stable at this pH 
value. 

Interestingly, poly(propylene carbonate), different from poly(ethylene carbonate) by 
substitution of a hydrogen of the ethylene unit by a methyl group, is not at all biodegradable, 
as shown by Japanese authors in Chem. Phaim. Bull 31(4), 1400-1403 (1983). 

Using microparticle suspensions of poly(ethylene caibonate)s of the invention a 
toxicological study was conducted in 48 rats for 21 days and in 24 dogs for 35 days. Two 
applications were done in each species at day 1 and day 17. After subcutaneous and 
intramuscular application of 10 and 40 mg of polymer microparticles /kg body weight no 
clinical signs of systemic toxicity, no relevant effects on hematological parameters, on 
parameters of clinical blood chemistry, on body weight, and on food consumption were 
observed. The application sites were tested for histophathological changes 4 and 21 days after 
application in rats, and 18 and 35 days after application in dogs. Besides the expected 
inflammation reaction no unusual histophathological changes were found. 

The degradation rate of the polymers of the invention may be adjusted within wide 
limits, depending on their molecular weight, their ethylene oxide content, the identity of the 
terminal groups, e.g. biocompatible ester groups, and the presence of Oj' radical scavengers, 
e.g. vitamin C, and may last between 5 days and 6 months or longer, e.g. up to 1 year. A 
radical scavenger may preferably be embedded in the polymer as an additive. 

The molecular weight Mw of the (co)-polymers of the invention is from 80,000, 
preferably from 100,000, particularly from 200,000 to 2,000,000 Daltons, determined by gel 
permeation chromatography with methylene chloride as the eluant and polystyrene as the 
reference. 
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Chem. Pharm. Bull. 32 (7) 2795-2802 (1984). discussed above, mentions that 
poly (ethylene carbonate)s having a molecular weight of from 50.000 to 150^000 Daltons were 
used. We have found that an in vitro and in vivo degradation of the polymer may only be 
attained in a satisfactory proportion when the molecular weight is above 80,000. preferably 
above 100.000 (Fig. 6); this is a preferred aspect of the invention. 

The polymers of the invention may be used in pharmaceutical compositions, especially 
as matrix materials for embedding pharmacologically active compounds. Since under in vitro 
and in vivo conditions no bulk erosion occurs and the active compound is protected by the 
polymer, the active compound is released as soon as (and not before) it appears at the matrix 
surface due to surface erosion of the matrix. In an aqueous system in vitro at pH 7.4 
containing no Oj ". only traces of active compound were released (see Fig. 9). 

A further advantage of surface erosion is that the size of the pharmacologically active 
compound molecule does not influence its release rate. 

The invention therefore provides a phannaceutical composition of a pharmacologically 
active compound in a polymer, showing non^hydrolytic surface erosion, especially with a 
linear, especially a 1:1 linear correlation of active compound release and non-hydrolytic 
polymer mass degradation and active compound protection in the polymer matrix. 

The compositions are preferably used in the form of microparticles or of implants. 

The preparation of the pharmaceutical forms according to the invention may be carried 
out by methods known per se, the microparticles by appropriate spray drying or emulsifying 
techniques, the implants by mixing the drug compound and the poly(ethylene carbonate)s 
both in particulated, solid state at higher temperatures at which the poly(ethylene carbonate)s 
become soft and thus processable, optionally followed by cooling the mixture to solid state 
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and modelling it to a suitable shape. It is also possible to mix the drug compound in 
dissolved or dispersed state with a solution of the poly(ethylene carbonate) and to evaporate 
the solvent, after which the solid residue is shaped to suitable implant forms. 

Pharmaceutical compositions containing microparticies may be made by working them 
up with suitable galenical excipients and optionally bringing them in appropriate dispensers. 

Depending on the drug properties and the production process the drug loading content 
can vary between wide limits, in the order of 0.001 to about 70%, e.g. 0.001 to 20%, 
preferably of 0.001 to 5% of weight. Percolation of medium into the polymer due to a high 
drug loading should be avoided and restricts the upper value of the loading content. 

In the medical practice of administering drug compounds every type of 
pharmacologically active compound may be used in combination with the poly(ethylene 
carbonate) of the invention. In the case of microparticies preferably those types of drug 
compounds are used, which are pharmacologically active in low amounts and need to have 
an uninterrupted blood level during extended periods, e.g. hormones, peptides or proteins, 
e.g. somatostatins, interferons, or interleukins, but in particular those that are unstable and 
will desintegrate after oral use in the gastro-intestinal system and thus preferably are 
administered parenterally. 

The depot formulation according to the invention may be used to administer a wide 
variety of classes of active agents, e.g. pharmacologically active agents such as 
contraceptives, sedatives, steroids, sulphonamides, vaccines, vitamines, anti-migraine drugs, 
enzymes, bronchodilators, cardiovascular drugs, analgesics, antibiotics, antigens, 
anti-convulsive drugs, anti-inflammatory drugs, anti-parkinson drugs, prolactin secretion 
inhibitors, anti-asthmatic drugs, geriatics and anti-malarial drugs. The active agent may be 
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chosen firom a wide variety of chemical compounds, e.g. lipophilic and/or hydrophilic active 
agents, including peptides, such as octreotide (described in the UK patent GB 2 234 896 A). 

The active proteins or peptides are preferably cytokines, e.g. interleukins, G-CSF, 
M-CSF, GM-CSF or LIP, interferons, eiythropoetins, cyclosporins, or hormones, or their 
analogues, e.g. octreotide. 

The pharmaceutical compositions may be used for 

immunomodulation wherein the active ingredient comprisies a cytokine, e.g. an 
interleukin (IL-3, IL-6), or hematopoietic colony stimulating factors (G-CSF e.g. Filgrastim, 
GM-CSF, e.g. Molgramostinu Sargramostim, M-CSF), e.g. as a vaccine adjuvant 

achieving hematopoietic reconstitution after myelosuppresive therapy or after bone 
marrow transplantation, wherein the active ingredient comprises a hematopoetic growth 
factor, e.g. GM-CSF, G-CSF, IL-3, IL-6, Leukemia Inhibitory Factor (LIF), Stem Cell Factor 
(SCF), or combinations thereof 

achieving high local concentration of active ingredient, e.g., wherein the active 
ingredient comprises a drug or cj^okine, GM-CSF, IL-6, IL-2, IL-4 or combinations thereof, 
to stimulate protective immune response, e.g., when administered together with irradiated 
tumor cells or vaccine antigens (an analogy to irradiated tumor cells transfected with the 
respective cytokine genes) 

inducing potent immune responses wherein the active ingredient comprises, e.g., 
GM-CSF adminstered in combination with antigens, especially tumor antigens, viral antigens 
or bacterial antigens 
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inducing wound healing with local injection of the compositions, e.g., wherein the 
active ingredient comprises GM-CSF 

inducing Ag specific inmiune tolerance wherein the active ingredient is, e.g., GM-CSF 
combined with inhibitors of accessory molecules (co-receptors), especially inhibitors for 
CD28-B7 interaction, for CD40-CD40 ligand interaction, for adhesion factor interactions 

accompanying therapy with a cytostatic treatment, or as a vaccine adjuvant, wherein 
the active ingredient is e.g. a cytokine, especially an interleukin (IL-3, IL-6) or cytokine 
secretion inducer, e.g. a lipid derivative, e.g. the compound described in EP 0309411, 
especially in Example 1, also known as MRL 953 

specific immune suppression, e.g. wherein the active ingredient is an immunophilin- 
binding immunosuppressant, e.g., a cyclosporin (e.g.. Cyclosporin A), an ascomycin (e.g., 
FK506), or a rapamycin (e.g. rapamycin or derivative as described in WO 94/09010, e.g., 40- 
O-hydroxyethyl-rapamycin) . 

treatment or prophylaxis of autoimmune diseases and inflammatory conditions by slow 
release of anti-inflammatory cytokines, e.g., IL-6, IL-10, or TGFp; or interferons, e.g., IFN- 
P, or Beiaseron; or soluble cytokine receptors or cytokine receptor antagonists e.g., for IL-I, 
TNFa, or IL-4 

treatment or prophylaxis of allergic diseases by slow release of the soluble a-chain of 
the high affinity receptor for IgE (Fcg RI) 

cancer treatment, e.g. with octreotide, cytokines especially interleukins. 
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selective targeting e.g. for the treatment of leishmaniasis, of fungus infections, of 
enzyme storage illnesses (Tay Sachs, Gauckerillness), 

AIDS or ARC therapy, 

vaccination e.g. with tetanus toxoid vaccine 

hematapoesis, e.g., wherein the active ingredient is erythropoetin 

inu-aarticular injection into inflamed joints wherein the active ingredient is an 
antiinflammatory drug, especially one which are not orally bioavailable or has a very short 
half life e.g. IL-l^ converting enzyme inhibitors, metalloprotease inhibitors. 

A method for enhancing an immune response of a mammal to a vaccine comprising 
administering to a mammal in need of vaccination an effective amount of GM-CSF in 
conjunction with a vaccine has been described in the international PCT-application WO 
94/01133. However, the GM-CSF was not carefully retarded in the manner according to the 
instant invention, which gives a nearly constant release of the active compound over a longer 
period of time by which the times of repeated administration of GM-CSF can be diminished. 

The invention especially provides a pharmaceutical composition of a 
pharmacologically active compound in a polymer showing non-hydrolytic surface erosion for 
parenteral administration of an interleukin or CSF, particularly in a polymer as defined 
hereinbefore. 



The invention also provides a method of administration such a composition to a 
subject which comprises administering it parentcrally to a subject in need of such treatment. 
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The depot fomulations according to the invention may be used for the known 
indications of the particular drug compound incorporated therein. 

The exact amounts of drug compound and of the depot formulation to be administered 
depends on a number of factors, e.g. the condition to be treated, the desired duration of 
treatment, the rate of release of drug compound and the degradability of the poly(ethylene 
carbonate). 

The desired formulations may be produced in known manner. The amount of the 
pharmacologically active agent required and the release rate thereof may be determined on 
the basis of known in vitro or in vivo techniques, e.g. how long a particular active agent 
concentration in the blood plasma remains at an acceptable level. The degradability of the 
matrix may also be obtained by in vitro or especially in vivo techniques, for example 
wherein the amount of matrix materials in the subcutaneous tissue is determined after 
particular time periods. 

The depot formulations of the invention may be administered in the form of e.g. 
microparticles by oral, nasal or pulmonal, preferably subcutaneous, inuamuscularly or 
intraveneous administration, particularly as a suspension in a suitable liquid carrier or in the 
fonn of implants, e.g. subcuianeously. 

Repeated administration of the depot formulations of the invention may be effected 
when the polymer matrix has sufficiently been degraded, e.g. after 1, 2 or 3 weeks or 1 
month. 

An advantage of the poly(cthylene carbonate) matrices of the invention is that during 
the release of the drug compound the polymer chains are degraded to parts of a small 
molecular size, which are transported by the body fluids from the site of administration. 
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Examples of drug loadings for the preferred compound octreotide are for acromegaly, 
in a parenteral liquid depot formulation having microparticles which contain the peptide in an 
amount from at least 0.1 preferably 0.5 to 20 percent by weight relative to the (co)-polymer 
matrix, preferably 2.0 to 10, especially 3 to 6% of weight. The total dose of octreotide is 20 
to 30 mg in acromegaly and up to 100 to 200 mg in breast cancer, e.g. for 1 month of 
treatment. 

The release time of the peptide from the microparticles may be from 5 days to about 2 
weeks or longer. 

Conveniently the sust^ned release formulation comprises the octreotide in the 
(co)-polymer carrier, which, when administered to a rabbit or a rat subcutaneously at a 
dosage of 2 mg of octreotide per kg of animal body weight, exhibits a concentration of 
octreotide in the blood plasma of at least 0.3 ng/ml and preferably less than 20 ng/ml during 
a longer period. 

The pharmaceutical compositions of the invention may contain further additives, 
preferably also embedded in the (co)-polymer e.g. a radical scavenger, especially as 
scavenger of the superoxide radical anion The presence of such a scavenger, e.g. 
menadione or vitamin C, decreases the degradation rate of the poly(ethylene carbonate) (Fig. 
7). 

Another type of additive is a scavenger of the hydroxyl radical, possibly developed 
under the influence of the superoxide radical anion 0{\ e.g. a polyol, especially a sugar 
alcohol, particularly mannitol. This additive was found to have also a favourable influence on 
body weight gain of test animals to which e.g. microencapsulated IL-3 is administered. 
Without this additive the body weight gain was delayed. When the composition is in the 
form of microparticles the same additive or another may be added externally to the existing 
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niicroparticies. since it Aen has a favourable influence on tlie stability of a microparticle 
suspension - against flocculation and precipitation. 

If an additive is present, then preferably in an amount of 1 to 90% of weight, related 
to the total weight of the formulation. 

The favourable in vitro and in vivo mass degradation under the influence of the 
superoxide radical anion Oj" may be seen from Fig. 8. The degradation curves for the 
residual mass are approximately Unear and have a different slope, since the degradation 
conditions in vivo and in vitro are different. The amount of degraded mass per time unit is 
almost constant. 

The curves for the in vivo release of a pharmacologically active compound, e.g. 
human IL-3, under the influence of the superoxide radical anion Oj aie. like the degradation 
curves approximately linear (Fig. 10), which means that also the amount of released drug 
compound per time unit is almost constant. 

A combination of both in vivo human IL-3 release and in vivo mass degradation was 
recorded in Fig. 11. showing an 1:1 correlation between in vivo mass degradation and drug 
release. 
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EXAMPLES 1-5: General procedure for the synthesis of poly(ethylene 
carbonate)s with a catalyst prepared from diethyhdnc and water 

For amount of reactants, solvent, catalyst etc. for a particular experiment see table 1. 

200 ml dry dioxane and 19.5 g (158 mmole) Zn(C2H5)2 were placed in a 750 ml flask 
under a Nj-atmosphere. The flask was equipped with a mechanical stirrer, dropping funnel, 
thermometer and a Nj-inlet. The dropping funnel was equipped with a CaClj-tube. The 
solution was cooled down to lO'C in an ice bath and a solution of 2.7 mi of HjO in dioxane, 
see table 1) was added slowly so that the temperature was kept between 10-15'C. The 
reaction mixture was stirred for additional 45 min. at room temperature, until the initially 
colorless solution turned pale yellow. This catalyst solution was transferred to the autoclave, 
treated with 40 g of COj and heated at 125°C for the time indicated in table 1. The mixture 
was then cooled down to room temperature and 560 g (12.7 mole) COj was added, followed 
by slow addition of 132 g (3 mole) of ethylene oxide over a time period of 1 hour. 
The reaction was allowed to proceed for the time indicated in table 1 . After this time, the 
pressure was released slowly during several hours. The product, a sticky slurry, was diluted 
with dioxane and precipitated by pouring the dioxane solution into 0.25 M of aqueous HCl. 
The precipitate was dissolved in a proper amount of CH^Clj (2-4 liter), washed with aqueous 
0.5 M HCl (2x) and with H2O (Ix). The solution was dried over anhydrous Na2S04 and 
evaporated to a final volume of 0.5 to 1.5 liter, depending on the viscosity of the solution. 
The product was precipitated by pouring the CHjClj solution into a 4 fold volume of 
methanol. The white precipitate was filtered off and dried overnight at 0.5 mbar/50'C. The 
crude product was reprecipitated from acetone for further purification, see table 2. All 
products provided identical 'H~NMR spectra except the relative intensities of the signals at 
3.65, 3.73, 4.29 and 4.37 ppm due to the differences in ethylene carbonate unit content. 
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TABLE 1: Experiments for the preparation of poly(ethylene carbonate)s 

Example Ethylene oxide CO2 Zn(C2H5)2Dioxane Temp. Time 

[mol] [mol] [mmol] [ml] VC\[h] 



1 


3 


13.6 


158 


300 


5064 


2 


3 


9.1 


158 


500 


2064 


3 


3 


13.6 


158 


300 


20 


4 


3 


13.6 


158 


300 


2040 


5 


3 


13.6 


158 


300 


2022 


6 


3 


13.6 


238 


300 


5064 



All experiments were run in a 1.0 litre autoclave NB2. Mol ratio H2O: Zn(C2H5)2 - 0.95 for 
all experiments. The catalyst was pre-treated with 40 g of CO2 at 125''C for 1 hour except in 
Example 1 (10 hours). 



TABLE 2: Selected physical properties of 
Example Mw Mn Mw/Mn 





[tcDa] 


[kDa] 




1 


141.9 


32.2 


4.40 


2 


627.3 


133.5 


4.70 


3 


477.0 


83.6 


5.71 


4 


758.0 


97.5 


7.77 


5 


721.6 


80.7 


8.95 



synthesized poly(ethylene carbonate)s 



Tg "InhEthylene 

['C] [diygJCarbonate 

in CHCI3 a) Content [%] 

19.3 0.6087 

23.5 1.4691 
18.7 1.2791 

20.6 1.7590 
22.9 2.44 b)90 
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6 310.9 103.1 3.02 20.1 88 

a) at 20'C and a concentration of 10 mg/ml if nothing else is 
indicated 

b) at a concentration of 1 mg/ml 
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EXAMPLE 7-11: Goieral procedure for the synthesis of poly(ettiyleaie carbonate)s with 
a catalyst prepared tram diethylzinc and a diol 

1, Preparation of tlie catalyst 

200 ml of dry dioxane were placed in a dry, 4-necked 750 ml flask under a nitrogen 
atmosphere. 19.50 g (158 mmol) diethylzinc were added by the mean of a glass syringe. The 
flask was equipped with a mechanical stirrer, dropping funnel, thermometer and an argon 
inlet The dropping funnel was charged with 100 ml of dry dioxane and equipped with a 
calcium chloride tube. The apparatus was then set under an argon stream. 9.00 g (145 mmol, 
0.92 molequiv.) of fresh distilled, dry ethylene glycol, (kept on molecular sieves) were added 
to the dioxane in the dropping funnel under an argon stream. The mechanically stirred flask 
was cooled down to lO'C in an ice bath while under argon. The solution of etiiylene glycol 
in dioxane was added dropwise to die stirred solution of diediyl zinc in dioxane over a time 
period of 30 minutes, during which time die temperature was kept between 10-14°C. An 
evolution of etiiane gas and precipitation was observed simultaneously on addition of die 
ediylene glycol solution. After die addition was completed, die cooling badi was removed 
and the mixture was stirred for additional 60 minutes, while allowing to warm up to room 
temperanire. The heterogeneous mixture was then transferred to an autoclave (1 litre 
autoclave NB2) while under argon. The autoclave was charged with ca. 40 g (0.9 mol) of 
carbon dioxide and heated at 125°C for 1 hour under stirring to pre-treat die catalyst widi 
carbon dioxide. 

2. Polymerization 

The autoclave with the pre-treated catalyst was cooled down to room temperature and 
was charged with additional 560 g (12.7 mol) of carbon dioxide. Then, 132 g (3 mol) of 
ethylene oxide (99.8%) were added to die stirred mixture in die autoclave by slow injection 
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during 1 hour. After the addition was completed, the autoclave was heated to the temperature 
indicated in table 3 and the mixture was stirred for the given time at this temperature. 

3. Work-up 

Tlie autoclave was cooled down to room temperature and the pressure was released 
slowly to atomospheric pressure. The product, a white, sticky slurry, was taken up in a total 
of 7 liter of dichloromethane, 1035 ml of a 0.4 M HCl solution were added and the noixture 
was stirred for 3 hours at room temperature. The phases were separated and the organic layer 
was washed twice with 3 liters of 0.5 M HCl and twice with 4.5 liters of water. The 
dichloromethane solution was then dried on 120 g of sodium sulfate and concentrated to a 
final volume of ca. 2 liters. The product was precipitated by slow addition of this solution 
into 6 liters of methanol. The precipiate was dried 16 hours in vacuo at 40"C to give the 
crude polymer, which was purified further as follows: 

The crude product was dissolved in dichloromethane and the solution was poured into a 
5 fold volume of aceton during 15 minutes to precipitate the product. The precipitate was 
dried 16 hours in vacuo at 40''C to give the corresponding poly(ethylene carbonate). The 
physical properties of the products are set forth in Table 4. All products showed strong 
IR-absorptions at 1750 and 1225 cm-1. The IH-NMR-signal of the ethylene carbonate units 
appeared at 4.37 ppm. 
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TABLE 3: Synthesis of poly(ethylene carbonate)s with a catalyst prepared from diethylzinc 
and a diol 

Example Ethylene COJmol] Solvent* > (CjHj)iZn Diol« Reaction Reaction 
Oxide [ml] [mmol] [mmol] tempera- time 

[mol] ture rC] Dirs] 



7 


3,0 


13,6 


300 


158 


145 


20 


96 


8 


3.0 


13.6 


300 


158 


145 


50 


96 


9 


3,0 


13,6 


300 


158 


145 


60 


96 


10 


3,0 


13,6 


300^' 


158 


145 


50 


144 


11 


3.0 


13,6 


300 


158 


145<» 


50 


96 



a) Dioxan, if nothing else indicated 

b) Ethylene glycol, if nothing else indicated 

c) Teirahydrofiiran as solvent instead of dioxan 

d) 1,4-Butandiol instead of ethylene glycol 

TABLE 4: Selected physical properties of poly(ethylene carbonate)s synthesized using a 
catalyst prepared from diethylzinc and a diol 

Example Mw Mn Mw/Mn Tg Ul^l/g] ethylene carbonate 

[kDa] [kDa] fC] inCHClj"^ content [%] 



7 








16.7 


2.88" 


98 


8 


328.0 


149.0 


2.20 


16.4 


0.97 


95 


9 


207.0 


103.0 


2,00 


21.2 


0.65 


92 


10 


231.0 


83.8 


2.76 


32.6 


0.72 


96 
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11 110.0 53.4 2.06 31.1 0.49 90 

a) at 20*0 and a concentration of 10 mg/ml« if nothing else is 
indicated 

b) at a concentration of 1 mg/ml 
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EXAMPLE 12: Experimental procedure for the synthesis of poly(ethylene carbonate) 
with a catalyst prepared from diethylzmc and phloroglucin 

1. Preparation of the Catalyst 

200 mi of dry dioxane were placed into a dry, 4-necked 750 ml flask under a nitrogen 
atmosphere. 19.60 g (158.7 mmol) of diethylzinc were added by the mean of a glass syrige. 
The flask was equipped with a mechanical stirrer, dropping funnel, thermometer and an 
argon inlet. The dropping funnel was charged with 100 ml of dry dioxane and equipped with 
a calcium chloride tube. The apparams was set under an argon stream. 13.34 g (105.8 mmol, 
0.92 molequiv.) of dry phloroglucin in the dropping funnel were added to the dioxane under 
an argon stream. The mechanically stirred flask was cooled down to lO'C in an ice bath 
while under argon. The solution of phloroglucin in dioxane was added dropwise to the stirred 
solution of diethylzinc in dioxane over a time period of 30 minutes, during which time the 
temperature was kept between 10-14'C. An evolution of ethane gas and precipitation was 
observed simultaneously on addition of phloroglucin solution. After the addition was 
completed, the cooling bath was removed and the mixture was stirred for additional 30 
minutes, while allowing to warm up to room temperature. The heterogeneous mixture was 
then transferred to an autoclave (1 liter autoclave BN2) while under argon. The autoclave 
was charged with ca. 40 g (0.9 mol) carbon dioxide and heated at 125'C for 1 hour under 
stirring to pretreat the catalyst with carbon dioxide. 

2. Polymerization 

The autoclave with the pre-treated catalyst was cooled down to room temperature and 
was charged with additional 560 g (12.7 mol) of carbon dioxide. Then, 132 g (3 mol) of 
ethlyene oxide (99.8%) were added to the stirred mixture in the autoclave by slow injection 
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during 1 hour. After the addition of ethylene oxide was completed, the autoclave was stirred 
at 2rc for 260 hours. 

3. Work-up 

The pressure of the autoclave was released slowly to atmospheric pressure. The product 
was taken up in a total of 4 liter of dichloromethane, 1035 ml of a 0.4 M HCl solution were 
added and the mixture was stirred for 3 hours at room temperature. The phases were 
separated and the organic layer was washed twice with 1.5 liters of 0.5 M CHI and tiwce 
with 2 liters of water. The dichloromethane solution was then dried on 120 g of sodium 
sulfate and concentrated to a final volume of ca. 1 liter. The product was precipitated by 
slow addition of this solution into 3 liters of methanol. The precipitate was dried 16 hours in 
vacuo at 40*C to give the crude polymer, which was purified further as following: 
The crude product was dissolved in dichloromethane and the solution was added into a 5 fold 
volume of aceton during 15 minutes to precipiate the product. The precipitate was dissolved 
again in dichloromethane, reprecipitated from methanol and dried 16 hours in vacuo at 40'C 
to give the corresponding poly(ethylene carbonate). 

Physical properties of the product: 

Mw = 258000 Da, Mn = 35600 Da, Tg 15.4'C. 

IR: Stt-ong absorbtions at 1751 and 1225 cm-1. 

According to IH-NMR, the product had an ethylene carbonate content of ca. 96%. 

EXAMPLE 13: Experimental procedure for the synthesis of poly(ethylene carbonate) 
with a catalyst prepared from diethylzinc and acetone 
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132 g (3 Mol) of ethylene oxide were co-polymexized with 600 g (13.6 Mol) COj at 
50'C during 96 his using a catalyst prepared from 8.43 g (145.16 mmol) of acetone and 
19.62 g (159 mmol) of diethylzinc. 

The preparation of the catalyst as well as the polymerization were performed similar to the 
procedure described for examples 7-11, except that acetone was used instead of a diol to 
prepare the catalyst. 

The poly (ethylene carbonate) thus obtained had a ethylene carbonate content of 93% and the 
following properties: 

Mw = 233 kDa, Mn = 109 kDa, Mw/Mn = 2.14, Tg = 22.4'C. 

EXAMPLE 14: Synthesis of the endgroup - stearoylated poly(ethyIene carbonate) 

1 g of poly(ethylene carbonate) having Mw - 153000 Da, Mn = 68900 Da, Tg = 29.1 
'O was dissolved in 30 ml of dry dichloromethane. The solution was treated subsequently 
with 0.98 g (12.38 nunol) of pyridine and 10 g (33.0 mmol) of stearoyl chloride. The 
reaction mixture ws stirred at room temperature for 48 hours, than diluted with 50 ml of 
dichloromethane and washed successively with 2 x 150 ml saturated sodium bicarbonate and 
water. The organic layer was dried over anhydrous sodium sulfate and the product was 
precipiated by dropwise addition of the dichloromethane solution into 300 ml of n-hexane. 
The crude product thus obtained was purified further by dissolving in dichloromethane and 
precipitation from a 3 fold volume of diethyl ether. Finally, the product was dried in vacuo at 
40*C for 16 hours to give the endgroup - stearoylated poly(ethylene carbonate). 

Mw = 144000 Da. Mn = 71000 Da, Tg = 25.6''C. 

EXAMPLE IS: Synthesis of the endgroup - acetylated poly(ethyIene caribonate) 
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1 g poly (ethylene carbonate) (having Mw = 153000 Da, Mn = 68900 Da, Tg = 
29. rC) was dissolved in 10 ml of dry dichloromethane. 0.98 g (12.38 mmol) of pyridine 
were added, followed by the addition of 10.08 g (98.7 mmol) of acetic anhydride. The 
reaction mixture was stirred at room temperature for 120 hours. Then, it was diluted with 50 
ml of dichloromethane and was poured slowly onto 200 ml of saturated sodium bicarbonate. 
The mixture was stirred for 30 minutes and then the layers were separated. The organic layer 
was washed again with 150 ml of saturated sodium carbonate and finally with water. The 
dichloromethane solution was dried over anhydrous sodium sulfate and the product was 
precipitated by dropwise additional of this solution into 300 ml of diethyl ether. 
The precipitate was dissolved again in dichloromethane and reprecipitated from diethyl ether. 
The product was dried for 16 hours at 40"C in vacuo to give the poly(ethlyene carbonate) 
with the terminal acetate ester group. 

Mw = 150000 Da, Mn = 69100 Da, Tg = 26.8*C. 

EXAMPLE 16: Purification of poly(ethylene carbonate) by treatment with boiling water 

1 g of polyCethylene carbonate) (of Example 8 having Mw = 328000 Da, Mn = 
149000 Da, Tg = 16.4*C) were cut into small pieces and stirred in 50 ml of boiling bidest 
water for 2 hours. The water was removed and replaced by fresh water, which was heated 
again to boiling temperature. After additional 3 hours, the polymer pieces were isolated and 
dried in vacuo at 40*C for 16 hours. The product obtained had the following physical 
propenies: Mw = 340000 Da, Mn = 148000 Da, Tg = 28.3*C. Thus, a dramatic increase of 
the glass transition temperature was observed which is not attributable to a change in the 
molecular weight of the polymer. 

EXAMPLE 17: Composition (microparticles) with 1% hIL-3 drug loading 
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1. Preparation of drug containing microparticles 

1 g of poly(ethylene carbonate). Mw = 328.000 of Example 8 (PEC) was dissolved in 
10 ml of methylene chloride while stirring, followed by the addition of 12.1 mg of human 
interleukin 3 (hIL-3) dissolved in 0.6 ml of water. The mixture was intensively mixed with 
the Ultra-Turrax for one minute at 20,000 rpm (= inner W/Ophase). 1 g of Gelatine A was 
dissolved in 2000 ml of deionized water at 50*C and the solution was cooled down to 20*C 
(= outer W phase). The W/O-phase and the W-phase were intensively mixed. Thereby the 
inner W/O-phase was dispersed homogenously in the outer-W-phase to fine droplets. The 
resulting triple emusion was slowly stirred for 1 hour. Hereby the methylene chloride was 
evaporated and microparticles were generated from the droplets of the inner phase and 
hardened. 

After sedimentation of the microparticles the supernatant was sucked off and the 
microparticles were recovered by vacuum filtration or centrifugation and rinsed with water to 
eliminate gelatine. Finally, microparticles were either freeze-dricd by using mannitol as a 
bulking agent or dried in a vacuum oven (mannitol free formulations) for 72 hours and 
sieved (0.125 mm mesh size) to obtain the final product. 

2. Placebo formulation 

1 g of PEC Mw = 328.000 of Example 8 was dissolved in 10 ml of methylene 
chloride while stirring (inner O-phase). 1 g of Gelatine A was dissolved in 2000 ml of 
deionized water at 50X and the solution cooled down to 20*'C (=outer W phase). The O- and 
the W-phase were intensively mixed. Thereby the O-phase was homogenously dispersed to 
fine droplets in the outer W-phase. The resulting emulsion was slowly stirred for 1 hour and 
treated further in the manner described above. 



EXAMPLES 18-26: 



wo 95/06077 



PCT/EP94/02833 



39 

All galenical formulations described hereinafter were prepared using PEC*s 
synthesized according to Example 8 in Table 3 and further purified in a manner similar to 
that, described in Example 16. All of them had a Mw of 300,000 to 450,000, an ethylene 
carbonate content of more than 94% and a Tg within the range of 18 to SO'C. 

EXAMPLE 18: Composition (microparticles) having a 0.2% hIL-2 loading 

2.9 mg of human interleukin 2 (h IL-2) was dissolved in 1.5 ml of water and TLr2 
containing microparticles were prepared as described in example 17. 

The microparticles were freeze*dried by using mannitol as a bulking agent and sieved (0.125 
nun mesh size) to obtain the final product. 

EXAMPLE 19: Composition (microparticles) having 0^% hIL-2 loading (water-free) 

The formulation was prepared as described in example 18, however, 2,9 mg of human 
Interleukin 2 were dispersed directly in the organic phase (PEC dissolved in methylene 
chloride). 

EXAMPLE 20: Composition (implants) having a 0.8% hIL-3 loading 

1. Compression moulding 

25 mg of microparticles, consisting of 100% (w/w) poly(ethylene carbonate) (placebo), 
99% (w/w poly (ethylene carbonate) and 1% (w/w) human interleukin-3 or 79.2% (w/w) 
poly(ethylene carbonate), 20% (w/w) niannitol and 0.8% (w/w) human interleukin-3, were 
compression moulded for 3 min at 60-70"C and 160 bar to implants (tablets) of 5 mm 
diameter. The tablets were stored at 4*'C in closed glas vials until use for drug release 
experiments in vitro and in vivo. 
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2. Drug release experiments in vitro 

Three tablets each of mannitol-free and mannitol-containing human interleukin-S 
formulations and placebo formulation were shaken at 37'C in synthetic culture medium 
containing 2,5% (v/v) N-[2-hydroxyethyl3- piperazine-^N^-P-ethanesulfonic acid] (1 m), 10% 
(v/v) fetal calf serum, and 2% (v/v) penicillin/streptomycin solution. Samples were drawn 
from the medium at 0.5, 1, 2, 5 h and 1, 2, 3, 7, 14, 20 days and, subsequently, the medium 
was renewed. Human interleukin-3 content of the samples was measured by ELIS A. 

3. Drug release experiment in vivo 

Male rats, kept under optimal conditions, were anaesthesized by an inhalation narcotic 
and in each rat one tablet of the human interleukin-3 formulations and the placebo 
formulation was implanted in a subcutaneous skin pouch. After 1, 4, 7, 14, 21 days the rats 
were killed by an overdose of the inhalation narcotic. The remaining tablets were taken out, 
freed from adhering tissue, and dried. Mass loss of the tablets was determined 
gravimetrically. Subsequently, the human interleukin-3 content of the remaining tablets was 
measured by HPLC and ELISA. 

Example 21: 

Composition (w/o/w microparticles) having a 0,0002% ■ 2% hIL-2 loading 

4 g PEC were dissolved in 80 ml of methylene chloride with magnetic stirring. To 
this solution an appropriate amount of JL-l (113.2 mg for 2%, 11.32 mg for 0.2% etc.) 
dissolved in 6 ml of distilled water or water with some drops of ethanol was added. The 
mixture was intensively mixed with an Ultra-Turax to disperse the E--2 solution in the 
polymer phase (= inner W/O phase).. 1 g of gelatin A was dissolved in 200 ml of 1/15 M 
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phosphate buffer (pH 7.4) at 50" C and the solution cooled down to 20*C (= outer W phase). 
The W/O- and the W-phase were intensively mixed. Thereby the inner W/O-phase was 
separated into small droplets which were dispersed homogenously in the outer W-phase. The 
resulting triple emulsion was slowly stirred for 1 hr. Hereby the methylene chloride was 
evaporated and the microparticles were hardened from the droplets of the inner phase. 

After sedimentation (or centrifiigation) of the microparticles the supernatant was 
sucked off and the microparticles weie recovered by vacuum filtration and rinsed with water 
to eliminate gelatin. Finally, microparticles were dried in a vacuum oven for 24 hr and sieved 
to obtain the final product. 

The encapsulation efficiency, tested with HPLC and bioassay, was between 10 and 

100%. 

Example 22: 

Composition (s/o/w microparticlesl having a 0,0002% - 2% of IL-2 loading 

The formulations were prepared as desribed in Example 21. except that IL-2 was not 
dissolved in water. Instead of dissolving IL-2, the drug was dispersed directly into the 
polymer phase (= O-phase). The encapsulation efficiency, tested with HPLC and bioassay, 
was between 10 and 100%. 

Note: The amount of polymer, methylene chloride, water and drug are varied in a broad 
range without changing the product quality. Higher drug loadings up to 20% are obtained. In 
the outer phase the gelatin is replaced by other emulsifiers such as polyvinylalcohol etc., 
and/or the concentration of the emulsifier/buffer are changed. Separation and drying 
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procedures described are replaced by other well known pharmaceutical techniques such as 
filtration, lyophilization and spray drying. 

Example 23: 

Composiaon rw/o/w and s/o/w micro narticles^ having an 1% hGM«CSF IcmdiiiE 

The preparation was carried out according to the process described in Examples 21 
and 22. As described there S/O/W and W/O/W-preparations are prepared. However, the 
encapsulation efficiency of W/O/W formlulations was 60%, whereas S/O/W formulations 
showed lower encapsulation efficiencies. 

Examples 24: 

Composition (w/o/w and s/o/w microparticles) having an 1 to 10% Octreotide-'pamoate 
(SMS-PA) loading 

The preparation was carried out according to the method described in Examples 19 
and 20. However, SMS-PA is not water soluble. Thus, the drug was dispersed, not dissolved, 
in water, for W/O/W formulations. The encapsulation efficiency was determined by HPLC 
and was between 20 and 100%. 

Example 25: 

Composition (w/o/w and s/o/w microparticles> having a n 1 to 10% Octreotide-acetate 
loading 
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The preparation was carried out according to the method described in Examples 21 
and 22. The encapsulation efficiency was determined by HPLC and was between 2 and 40%, 
which is clearly lower than for the lipophilic SMS-PA. 

Higher values were obtained in S/O/W formulations after using lyophilized active compound 
material (smaller drug particle). 

Example 26; Octreotide pamoate fSMS-PA) release from microparticies in rabbits and 
implants in rabbits and rats 

Subcutaneous implantation of poly(ethylene carbonate) disks or injection of 
poly(ethylene carbonate) microparticies (drug loading 1.95%) in an amount of about 2 mg of 
drug substance/kg body weight were performed in male rabbits (chinchilla bastard, body 
weight about 3 kg) and subcutaneous implantation of disks in male rats (Wistar, body weight 
about 375 g). Per rat and rabbit amounts of about 40 resp. 300 mg of drug containing 
polymer in the form of microparticies resp. pressed to an implant or as suspension were 
administered. 

The implants disks for rats and rabbits had a diameter of 0.5 and 1 cm resp. and were 
produced as described in example 20. 

To determine the drug release, blood samples were collected for 14 and 21 days in 
rats and rabbits resp. and drug residues were measured in implants by radioinmiunoassay and 
HPLC. 

A linear correlation of mass loss of poly(ethylene carbonate) and release of SMS-PA 
could be found (Fig. 13) as shown for high molecular mass hIL-3 (Fig. 11). A maximum of 
75% of implanted material was degraded in 3 weeks after administration in rabbits, a 
maximum of 95% of implanted material was degraded in 2 weeks after administration in rats. 
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An inHaimnation reaction (including invasion of polymorphonuclear leucocytes and other 
cells) is a prerequisite for biodegradation of poly(ethylene carbonate). The course of an 
inflammation reaction can be expected to be species-specific giving rise to species-specific 
plasma level profiles of a drug. This was found for SMS-PA (Fig. 12). In rats, 
biodegradation of poly(ethylene caibonate) is much faster than in rabbits. In rabbits, plasma 
levels of SMS-PA increase slowly to reach the phase of constant release at about day 9 
lasting until at least day 21. 

Example 27: 

Composition (w/o/w microparticles) having a 0>0002% - 2% rhIL-6 loading 

4 g PEC are dissolved in 80 ml of methylene chloride with magnetic stirring. To this 
solution an appropriate amount of rhIL-6 (1 13.2 mg for 2%, 11.32 mg for 0.2% etc.) 
dissolved in 6 ml of distilled water or water with some drops of ethanol is added. The 
mixture is intensively mixed with an Ultra-Turax to disperse the IL-6 solution in the polymer 
phase (= inner W/O phase). 1 g of gelatin A is dissolved in 200 ml of 1/15 M phosphate 
buffer (pH 7.4) at 50' C and the solution cooled down to 20*C {= outer W phase). The 
W/O- and the W-phase are intensively mixed. Thereby the inner W/O-phase is separated into 
small droplets which were dispersed homogenously in the outer W-phase. The resulting triple 
emulsion is slowly stirred for I hr. , the methylene chloride is evaporated* and the 
microparticles are hardened from the droplets of the inner phase. 

After sedimentation (or centrifugation) of the microparticles the supernatant is sucked 
off and the microparticles are recovered by vacuum filtration and rinsed with water to 
eliminate gelatin. Finally, microparticles are dried in a vacuum oven for 24 hr and sieved to 
obtain the final product. 
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The encapsulation efficiency, tested with HPLC and bioassay, is between 10 and 

100%. 

Example 28: 

Composition fs/o/w micronarticles^ having a 0.0002% - 2% of rhIL>6 loading 

The formulations are prepared as described in Example 27, except that IL-6 is not 
dissolved in water. Instead of dissolving IL-6, the drug is dispersed directly into the polymer 
phase (= O-phase). The encapsulation efficiency, tested with HPLC and bioassay, is between 
10 and 100%. 

Note: The amount of polymer, methylene chloride, water and drug are varied in a broad 
range without changing the product quality. Higher drug loadings up to 20% are obtained. In 
the outer phase the gelatin is replaced by other emulsifiers such as polyvinylalcohol etc., 
and/or the concentration of the emulsifier/buffer are changed. Separation and drying 
procedures described are replaced by other well known pharmaceutical techniques such as 
filtration, lyophilization and spray drying: 

Examples 29-31: Use of IL-6 in treating conditions mediated by TNFo/and or IL-1 

Example 29: 

Animal mode! for multiple sclerosis: Chronic relapsing experimentally induced allergic 
encephalomyelitis mode! in the Lewis rat TCR-EAE). 

Experimentally induced allergic encephalomyelitis (EAE) in the rat is a well studied 
experimental model for multiple sclerosis in humans. [Paterson, ADV. IMMUNOL. 5 (1966) 
131-208; Levine et al., AM. J. PATH. 47 (1965) 61; McFarlin et al, J. IMMUNOL. U3 
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(1974) 712; Borel. TRANSPLANT & CLIN. IMMUNOL. 13 (1981) 3]. Rats are injected 
with nerve tissue from another species together with an adjuvant, and the resulting allergic 
response leads to lesions on the rat nerves which mimic the autoimmune lesions produced in 
multiple sclerosis. The rats become partially or completely paralyzed, and the severity of the 
disease is measured with and without administration of the test drugs. A number of drugs, 
such as steroids and immunosuppressants, are active in slowing the onset of the disease but 
are not capable of preventing relapses once the disease is established. 

The chronic relapsing experimentally induced allergic encephalomyelitis model (CR- 
EAE) [FeOrer, et al., J. NEUROIMMUNOL: 10 (1985) 159-166] is therefore considered a 
particularly demanding model which closely mimics actual difficulties in treating multiple 
sclerosis patients who have established disease. In this model, the disease is induced by 
injection of a mixture of guinea pig spinal cord and Freund's complete adjuvant enriched 
with Mycobacterium tuberculosis. Typically 75 - 80 % of the sensitized rats develop a 
CR-EAE showing 2 - 3 clinical relapses during the first 40 days. After 60 - 80 days, 
approximately 50 % of the rats with CR-EAE have a further relapse which is followed by 
complete recovery in only 35 % of all cases. The remaining 65 % of these animals show a 
progressive state of the disease. Drug treatment starts on day 16, after recovery from the 
first disease bout. 

Recombinant human interleukin 6 (rh IL-6. Sandoz) dissolved in saline was injected 
i.p. every 2nd day starting on day 16 using 10 micrograms of IL-6 per rat (ca. 50 |ig/kg). 
Control animals and animals in the IL-6 group had the usual severe disease bout (acute) at 
days 1 1-14. On a scale of severity from 0 = no disease to 4 = complete paralysis of the 
animal, the control group averaged 3.0 and the IL-6 group averaged 3.2. Application of IL-6 
every second day from day 16 to day 30 (7 applications total) resulted in an almost complete 
inhibition of the disease. Only one out of 5 IL-6 treated rats showed a slight second disease 
bout (severity 0.4). Five out of 5 control animals had a second disease bout with a mean 
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severity rating of 1.8 after day 16, and a third disease attack on days 22 - 29. No other 
relapses were observed in the IL-6 treated group. 

Example 30: 

Animal model for arthritis: Borrelia-induced arthritis in severe combined immunodeficiency 
(SCID) mice. 

Lyme arthritis (or Lyme disease arthritis) represents a unique form of chronic arthritis 

because the initiating event is known with certainty. The disease is one of the prominent 

features induced by infection with the tick-bom spirochete Borrelia burgdorferi. The 

characteristics of synovial lesions in patients with Lyme arthrids resemble closely those in 

the synovium of patients with rheumatoid arthritis. In both patient groups synovial lining cell 

hyperthrophy, synovial cell hyperplasia, vascular proliferation and infiltration of mononuclear 

cells in the subsynovial lining areas can be observed. Many plasma cells, high endothelial 

venules, scattered macrophages and few dendritic cells are found with intense MHC class II 

antigen presentation. In addition, cytokines, such as IL-1, IL-6 and TNF-alpha have been 

detected in synovial fluid from patients with various arthritides, suggesting that these 

cytokines may contribute to the pathogenesis of joint destruction. Recently, a mouse model 
i 

for Lyme anhritis has been developed in SCJD mice which lack functional T and B cells (M. 
M. Simon, et al. (1991) Immunology Today 12: 1 1). The infection of the immunodeficient 
mice with Borrelia burgdorferi leads to a prominent and persistant oligoarthritis. The 
Borrelia-induced arthritis in SCID mice responds to corticosteroids (prednisolon 30 mg/kg sc) 
but not to immunosuppressive agents like SIM (cyclosporin A) up to doses of 30 mg/kg s.c. 
It is considered a good model for cytokine-driven arthritis, including other types of arthritis 
for which the initiating event is not known with certainty. 

Six week old C.B-17 SCID mice (homozygous for the SCID mutation, obtained from 
Bomhollgard. Denmark, 5-6 animals/group) were inoculated with 100 mio. Borrelia 
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burgdorferi organisms by s.c. taUbase injection. Immunocompetent C.B-17 mice (same 
source) were used as control animals. They do not develop any disease upon injection of 
Boirelia burgdorferi. Recombinant human IL-6 (ibIL-6, Sandoz, stock sol. 5 mg/ml) was 
diluted with physiological saline and was given 5 times per week for a total of 17 injections 
at a dose of 10 microgram/mouse i.p. Mice were monitored daily in blinded fashion for 
clmical signs of arthritis in the tibiotarsal and ulnacarpal joints. Clinical arthritis was scored 
according to the following parameters: 

- no signs 
? signs questionable 
(+) reddening of joints 
+ slight swelling 
+4- moderate swelling 

++4- severe swelling of the tibiotarsal and ulnacarpal joints. 

At the peak of clinical arthritis, mice were sacrificed and the joints were fixed in Schaffer's 
solution, embedded in plastic 9100 and stained with hematoxilin eosin. 

Group clinical signs (number of swollen joints/total) on days 

13 14 15 16 17 20 



Control 0/30 0/30 0/30 0/30 0/30 0/30 

SCID. noIL«6 6.5/36 12.5/36 15/36 21/36 30/36 35/36 
% w. arthrit. 18 % 35 % 42 % 58 % 83 % 97 % 



SCID, IL-6 treated 4/30 3.5/30 11/30 7.5/30 12/30 10.5/30 
% w. arthrit. 13 % 12 % 37 % 25 % 40 % 35 % 
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SCID mice which are not treated with IL-6 develop severe arthritis due to infection with 
Borrelia burgdorferi starting around day 13 after antigen injection. A low dose of rh IL-6 
reduces the severity of arthritis by an average of 60 - 75 % in all afflicted animals. 

Example 31: Murine model for septic shock 

It was decided to investigate the effects of IL-6 in the mouse endotoxic shock model 
using d-galactosamine sensitized mice, since this is widely used as a model for human septic 
shock. Our methods and result are as follows: 

Female OFl mice weighing 18-22 g, were challenged with a 0.2 ml i.p. injection of a 
PBS solution containing 0.15 mg/kg lipopolysaccharide endotoxin (LPS) and 500 mg/kg d- 
galactosamine. Mice were divided in groups of 10 mice each and treated as follows: 



Experiment 1 
Time 
Group 1: 
Group 2: 
Group 3: 
Group 4: 



11:00 
PBS 

IL-6 (50 Mg) 

PBS 

PBS 



14:00 16:00 

LPS + d-GAL PBS 

LPS + d-GAL PBS 

LPS + d-GAL + IL-6 (50 |ig) PBS 

LPS + d-GAL IL-5 (50 jig) 



Experiment 2 
Time 11:00 



Group 1: 
Group 2: 
Group 3: 



PBS 

IL-6 (100 pg) 
PBS 



14:00 16:00 

LPS + d-GAL PBS 

LPS + d-GAL PBS 

LPS + d-GAL + IL-6 (100 pg) PBS 
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Group 4: 
Group 5: 
Group 6: 
Group 7: 
Group 8: 
Group 9: 



PBS 



LPS + d-GAL + IL-6 (20 pg) 



PBS 



PBS 



LPS + d-GAL + IL-6 (5 ng) 
LPS + d-GAL + IL-6 (0.8 \xg) 
LPS + d-GAL + IL-2 (100 ^g) 
LPS + d-GAL + IL-4 (50 \xg) 



PBS 



PBS 



PBS 



PBS 



PBS 



PBS 



PBS 



PBS 



LPS + d-GAL 



IL-6 (100 |ig) 



rhIL-6 (ILS 969, Sandoz), rhIL-2 (Sandoz) and rhIL-4 (Sandoz) were diluted in PBS. All 
injections (0.2 ml volume) were given intraperitoneally. In group 3 (exp. 1) and group 3 to 8 
(exp. 2) IL-6 and IL-2 were diluted into the LPS/d-GAL solution so that mice received a 
single 0.2 ml injection. Numbers in parenthesis indicate the dose of interleukin given to each 
mouse. The multiple dosing of PBS was required to control inter-group variability due to 
stress induced responses due to handling at different times prior or post LPS challenge. 

Mouse survival was observed for 48 hours. For statistical calculation, we used the Chi 
square' test. After 24 hours from LPS challenge, 9 out of 10 control mice died. IL-6 
treatment 3 hours prior to* LPS injection or 2 hours after LPS after LPS injection, reduced the 
mortality respectively to 60% (p = 0.12) and 70% (p = 0.26). On the other hand, IL-6 given 
at the time of LPS challenge reduced the group mortality to 10% (p< 0.01). The protective 
effets were long lasting, since after 48 hours the mortality in group 3 increased slightly , i.e. 
to 30%, still indicating a highly significant protection respect to the control group (p<0.01). 
The mortality of group 4 passed from 70% to 80%, whereas no changes were observed in 
group 1 and 2. 

Based on these results, we tested the effect of IL-6 at different doses. We gave IL-6 
at the time of LPS injection, since according to the first experiment this was the optimal 
time. We explored as well the effect of IL-2 and IL-4 given at the time of LPS as a way to 
exclude possible artifacts due to the use of recombinant proteins in the LPS/d-GAL 
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preparation. We also tested whether IL-6 was effective in protecting mice froni endotoxic 
death a dose of 100 fig/mouse given before or after LPS. 

The results of experiment 2 are in line with those of experiment 1. Also in this 
experiment, treatment with IL-6 protected mice from endotoxic death. When IL-6 was given 
together with LPS, the resulting protection 24 hours after LPS was dose dependent at the 
dose of 20 (30% deaths, p = 0.03), 4 (50% deaths, p = 0.16) and 0.8 (70% deaths, p = 0.61) 
fig/mouse, whereas at the dose of 100 pg/mouse (60% deaths, p = 33) mice were protected 
less efficiently than at a 20 |ig/mouse. Pre- or post- treatment with 100 fig IL-6 / mouse 
resulted in a protection comparable to that observed when the same dose of IL-6 was given 
together with LPS. Similar mouse survival results were obtained 48 hours after LPS. 

IL-4 given at the time of LPS challenge was ineffective in protecting mice from 
endotoxic death, whereas IL-2 decreased mouse survival. 
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CLAIMS: 

1. A biodegradable polymer, comprisinging ethylene carbonate units of the formula A 

K-C(0)-0-CH2-CH2-0-)- A 

and having an ethylene caibonate content of 70 to 100 Mol%, an intrinsic viscosity of 0.4 to 
4.0 dl/g in chloroform and a glass transition temperature of from 15 to 50'C. 

2. A polymer according to claim 1, having a molecular weight (Mw) of 100,000 to 
2,000,000, determined by gel permeation chromatography, with methylene chloride as the 
eluant and polystyrene as the reference. 

3. A polymer according to claim 1, having an ethylene caibonate content of 90 - 100 
Mo! %. 

4. A polymer according to claim 1, having an inherent viscosity, measured at a 
concentration of 1 g/dl in chloroform of 0.4 - 3.0 dl/g. 

5. A polymer according to claim 1, having a glass transition temperature of 18 to 50*C. 

6. A polymer according to claim 1, having ethylene carbonate units and ethylene oxide 
units. 

7. A polymer according to claim 1, which is not significantly degradable during at least 
1 month by hydrolytic enzymes under physiological conditions or by water at pH 12 and 
37-C. 
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8. A polymer according to claim 7, which after exposure to boiling bidistilled water 
during 5 hours, has a glass transition temperature of 18 to 50'C. 

9. A polymer according to claim 1, degrading in vivo and in vitro by surface erosion 
under the influence of the superoxide radical anion O2*. 

10. A polymer according to claim 9, which shows a continuous mass degradation without 
reduction of molecular weight of the residual mass. 

11. A polymer according to claim 10, being biodegradable in a period of time of 5 days 
to 6 months. 

12. A polymer according to any one of claims 1-1 1, having as a co- unit the ethylene 
oxide unit of the formula B 

-(-CH2-CH2-O-)- B 

13. A polymer according to any one of claims 1-12, having a hydroxyl group as a 
polymer terminal group. 

14. A polymer according to any one of claims 1 to 12 having an ester group as a polymer 
terminal group. 

15. A polymer according to claim 14, with a surface erosion rate adjustable by choice of 
the terminal ester group. 
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16. A process for the production of the polymer according to any one of claims 1-12, in 
which ethylene oxide and COj are polymerized in a molar ratio of from 1:4 to 1:5 under the 
influence of a catalyst. 

17. A process according to claim 16, in which a catalyst is used, prepared from Zn(C2H5)2 
and water or acetone in a molar ratio of from 0.9:1 to 1:0.9. 

18. A process according to claun 16, in which a catalyst is used, prepared from Zn 
(^2^5)2 and a di- or triphenol in a molar ratio of from 2:1 to 1:2. 

19. A process according to cl£dm 16, in which a catalyst is used, prepared from Zxi 
(C2Hs)2 and a diol m a molar ratio of 0.9:1 to 1:0.9. 

20. A process according to clsdm 19 in which a catalyst is used, prepared from 2ii(C2H5)2 
and ethylene glycol. 

21. A process according to claim 18, in which a catalyst is used, prepared from Zn 
(QH,)^ and phloroglucin. 

22. A process according to any one of claims 16 to 21 in a solvent or dispersing agent 
system of an organic solvent and CO2. 

23. A process according to any one of claims 16-22, under a pressure of from 20 to 70 
bar and a temperature of 10 to 80'C. 

24. A process for the production of a polymer having a hydroxyl group as a (co)-polymer 
terminal group according to claim 13, performed according to any one of claims 17 to 22. 
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25. A process for the production of a polymer having an ester group as a polymer 
terminal group according to claim 14, performed according to any one of claims 17 to 22 and 
optionally completed with an esterification step. 

26. A pharmaceutical composition comprising a pharmacologically active compound in a 
polymer showing non-hydrolytic surface erosion. 

27. A pharmaceutical composition of a pharmacologically active compound in a polymer 
according to claim 26 showing a linear correlation of active compound release and 
non-hydrolytic polymer mass degradation and active compound protection in the polymer 
matrix. 

28. A pharmaceutical composition in a polymer according to any one of claims 1-15. 

29. A pharmaceutical composition according to claim 26 or 27 containing an active 
protein or peptide. 

30. A pharmaceutical composition according to claim 29 containing a cytokine. 

31. A pharmaceutical composition according to claim 30 containing an interleukin. 

32. A pharmaceutical composition according to claim 26 in the form of microparticles or 
an implant. 

33. A pharmaceutical composition according to any one of claims 26 - 29 containing, in 
or on the polymer, an additive. 
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34. A pharmaceutical composition according to claim 33 containing a radical scavenger as 
the additive. 

35. A pharmaceutical composition according to claim 33 containing a polyol as the 
additive. 

36. A pharmaceutical composition according to claim 35 containing a sugar alcohol as the 
additive. 

37. A pharmaceutical composition according to claim 36 containing mannitol as the 
additive. 

38. A pharmaceutical composition according to any one of claims 33-35 containing 1 to 
90% of weight of the additive, related to the total weight. 

39. A pharmaceutical composition according to claim 26 for parenteral administration of 
an interleukin or CSF. 

40. A pharmaceutical composition claimed in claim 39 wherein the interleukin or CSF is 
in a polymer having the formula A as defined in claim 1. 

41. A method of administering a composiiion according to claim 39 to a subject which 
comprises administering it parenterally to a subject in need of such treatment. 

42. A pharmaceutical composition according to any one of claims 26-40 comprising IL-6 
as an active ingredient. 

43. A pharmaceutical composition comprising IL-6 in a polymeric matrix. 
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44. A pharmaceutical composition according to claim 43 in microparticle or implantable 
form. 

45. A pharmaceutical composition according to claim 44 for treatment of an autoimmune 
or inflammatory condition. 

46. A pharmaceutical composition according to claim 45 when the condition to be treated 
is multiple sclerosis. 

47. A pharmaceutical composition according to claim 45 when the condition to be treated 
is rheumatoid arthritis. 

48. A pharmaceutical composition according to claim 45 when the condition to be treated 
is Lyme disease. 

49. The use of IL-6 in the manufacture of a medicament for downregulation or inhibition 
of IL-I and/or TNFa. 

50. The use of IL-6 according to claim 49 in the manufacture of a medicament for the 
treatment of a chronic or acute pathogen-induced inflammatory condition or a demyelinating 
disease. 

51. The use according to claim 50 when the disease or condition is septic shock. 

52. The use according to claim 50 when the disease or condition is multiple sclerosis. 

53. The use of IL-6 according to claim 50 where the disease or condition is Lyme 
disease. 
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54. The use accoiding to any one of claims 49-53 when the IL-6 is recombinant human 
IL-6. 
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Fig, 1 
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Fig. 2 
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